STENT COOPERATION TREAlT 

From the INTERNATIONAL BUREAU 



i/truu/UJoau 



PCT 

NOTIFICATION OF ELECTION 
(PCT Rule 61.2) 

• 


To: 

Commissioner 

US Department of Commerce 
United States Patent and Trademark 
Office, PCT 

2011 South Clark Place Room * < 
CP2/5C24 

Arlington, VA 22202 
ETATS-UNIS D'AMERIQUE 

in its capacity as elected Office 


Date of mailing: 

09 November 2000 (09. 1 1 .00) 




International application No.: ~° 
PCT/EP00/03890 


"Applicant's or agentVfilereference: ~ 
001135woMegn 


International filing date: 

29 April 2000(29.04.00) 


Priority date: 

29 April 1999 (29.04.99) 


Applicant: 

PALO, Kauko et al 



1. The designated Office is hereby notified of its election made: 

| X | in the demand filed with the International preliminary Examining Authority on: 



06 September 2000 (06.09.00) 



j | in a n 



ptice effecting later election filed with the International Bureau on: 



2. The election | X| was 

j | was not 

made before the expiration of 19 months from the priority date or, where Rule 32 applies, within the time limit under 
Rule 32.2(b). 



The International Bureau of WIPO 


Authorized officer: 






34, chemin des Colombettes 






1211 Geneva 20, Switzerland 


J. Zahra 




Facsimile No.: (41-22)740.14.35 


Telephone No.: (41-22) 338.83.38 




Form PCT/IB/331 (July 1992) 




3628403 



TENT COOPERATION TRL y' 



From the INTERNATIONAL BUREAU 



PCT 

NOTIFICATION OF ELECTION 

(PCT Rule 61 .2) 


To: 

Commissioner 

US Department of Commerce 
United States Patent and Trademark 
Office, PCT 

2011 South Clark Place Room 
CP2/5C24 

Arlinaton VA 2?2f)9 
ETATS-UNIS D'AMERIQUE 

in its capacity as elected Office i 


Date of mailing (day/month/year) 
25 January 2001 (25.01.01) 


International application No. 

PCT/EP00/03890 


Applicant's or agent's file reference 

001135woMegn 


International filing date (day/month/year) 
29 April 2000 (29.04.00) ■ 


Priority date (day/month/year) 
29 April 1999 (29.04.99) 


Applicant ■ 

PALO, Kauko et al 



The designated Office is hereby notified of its election made: 



the demand filed with the International Preliminary Examining Authority 
06 September 2000 (06.09.00) 

a notice effecting later election filed with the International Bureau on: 



2. The election | X| was 

□ 



was not 



Rute e 32 to 2{ 0 b) e 6XPirati0n ° f 19 m ° n1hS fr ° m ^ Pri0ri,V d3te ° r ' Wh6re Ru ' e 32 apP ' ieS ' Within the time limit under 



The Internati nal Bureau of WIPO 
34, chemin des Colombettes 
121 1 Geneva 20. Switzerland 



Facsimile No.: (41-22) 740.14.35 



Authorized officer 

AnmanQIU 

Telephone No.: (41-22) 338.83.38 



( "ENT COOPERATION TRE/ 



PCT 

NOTIFICATION RELATING TO PRIORITY CLAIM 

(PCT Rules 26bis.1 and 26bis.2 and 
Administrative Instructions, Sections 402 and 409) 



Date of mailing (day/month/year) 

27 June 2000(27.06.00) 



From the INTERNATIONAL BUREAU 

To: 



MEYERS, Hans-Wilhelm 
Patentanwalte Von Kreisler Setting 
Werner 

Postfach 10 22 41 
D-50462 Koln 
ALLEMAGNE 



Applicant's or agent's file reference 
001135woMegn 



IMPORTANT NOTIFICATION 



International application No. 

PCT/EPO0/O389O 



International filing date (day/month/year) 
.29 April 2000 (29.04.00) 



Applicant 

EVOTEC BIOSYSTEMS AG et al 



The applicant is hereby notified of the following in respect of the priority claim(s) made in the international application. 

1. [X] Correction of priority claim. In accordance with the applicant's notice received on: 30 May 2000 (30 05 00) 

the following priority claim has been corrected to read as follows: 

US 10 February 2000 (10.02.00) 60/181,564 

|_J even though the indication of the number of the earlier application is missing. 

□ even though the following indication in the priority claim is not the same as the corresponding indication appearing 
in ine priority document: 

2. Q Addition of priority daim. In accordance with the applicant's notice received on: , 

the following priority claim has been added: 

□ even though the indication of the number of the earlier application is missing. 

□ even though the following indication in the priority daim is not the same as the corresponding indication appearing 
in the priority document: 

3. Q As a result of the correction and/or addition of (a) priority claim(s) under items 1 and/or 2, the (earliest) priority date is: 

4. Q Priority claim considered not to have been made. 

□ The applicant failed to respond to the Invitation under Rule 26bis.2(a) (Form PCT/IB/316) within the prescribed time limit. 
U The applicant's notice was received after the expiration of the prescribed time limit under Rule 26bis.1(a). 

|_J The applicant's notice failed to correct the priority claim so as to comply with the requirements of Rule 4.10. 
I^ont Ca f nt f may ' bef0re t l he , tecnnical preparations for international publication have been completed and subject to the 
roHrn nn thl e n' re > Ue f 6 l nte n 3 , 1 ^ 8 ^? 11 10 P ublish - ,0 9 ether with th e international application, information 
concerning the priority claim. See Rule 26bis.2(c) and the PCT Applicant's Guide, Volume I, Annex B2(IB). 

5. □ In case where multiple priorities have been claimed, the above item(s) relate to the following priority claim(s): 



6. A copy of this notification has been sentto the receiving Office and 
g| to the International Searching Authority (where the international search report has not yet been issued). 
[XJ the designated Offices (which have already been notified of the receipt of the record copy). 



The International Bureau of WIPO 
34, chemin des Colombettes 
121 1 Geneva 20, Switzerland 



Facsimile No. (41-22) 740.14.35 



Authorized officer 

Lazar Joseph Panakal 

Telephone No. (41-22) 338.83.38 



Form PCT/IB/318 (July 1998) 



003375360 



NT COOPERATION TREA 




PCT/E POO/03890 



From the INTERNATIONAL BUREAU 



NOTIFICATION CONCERNING 
SUBMISSION OR TRANSMITTAL 
OF PRIORITY DOCUMENT 

(PCT Administrative Instructions, Section 411) 



Date of mailing (day/month/year) 
27 June 2000 (27.06.00) 



Applicant's or agent's file reference 
001135woMegn 



International application No. 
PCT/E P00/03890 



International publication date (day/month/year) 

Not yet published 



MEYERS, Hans-Wilhelm 
Patentanwalte Von Kreisler Selting 
Werner 

Postfach 10 22 41 
D-50462 Koln 
ALLEMAGNE 



/ 



v 



IMPORTANT NOTIFICATION 



International filing date (day/month/year) 
29 April 2000 (29.04.00) 



Priority date (day/month/year) 
29 April 1999(29.04.99) 



Applicant 

EVOTEC BIOSYSTEMS AG et al 



1. The applicant is hereby notified of the date of receipt (except where the letters "NR" appear in the right-hand column) by the 
International Bureau of the priority document(s) relating to the earlier application(s) indicated below. Unless otherwise 
indicated by an asterisk appearing next to a date of receipt, or by the letters "NR", in the right-hand column, the priority 
document concerned was submitted or transmitted to the International Bureau in compliance with Kuie f/.'i (aj or (bj. 

2. This updates and replaces any previously issued notification concerning submission or transmittal of priority documents. 

3. An asterisk(*) appearing next to a date of receipt, in the right-hand column, denotes a priority document submitted 
or transmitted to the International Bureau but not in compliance with Rule 17.1(a) or (b). In such a case, the attention 
of the applicant is directed to Rule 17.1(c) which provides that no designated Office may disregard the priority claim 
concerned before giving the applicant an opportunity, upon entry into the national phase, to furnish the priority document 
within a time limit which is reasonable under the circumstances. ■ 

4. The letters "NR" appearing in the right-hand column denote a priority document which was not received by the International 
Bureau or which the applicant did not request the receiving Office to prepare and transmit to the International Bureau, 

as provided by Rule 17.1(a) or (b), respectively. In such a case, the attention of the applicant is directed to Rule 17.1(c) which 
provides that no designated Office may disregard the priority claim concerned before giving the applicant an opportunity, 
upon entry into the national phase, to furnish the priority document within a time limit which is reasonable under the 
circumstances. 



Priority date 

29 Apri 1999 (29.04.99) 
23 June 1999 (23.06.99) 
23 June 1999 (23.06.99) 
23 Dece 1999 (23.12.99) 
10 Febr 2000 (10.02.00) 



Priority application No. 

60/131,657 
09/338,439 
99112104.7 
99125745.2 
60/181,564 



Country or regional Office 
or PCT receiving Office 

US 

us 

EP 
EP 
US 



Date of receipt 
of priority document 

16 June 2000(16.06.00) 
16 June 2000(16.06.00) 
16 June 2000(16.06.00) 
16 June 2000(16.06.00) 
16 June 2000(16.06.00) 





The International Bureau of WIPO 
34, chemin des Colombettes 
121 1 Geneva 20, Switzerland 

Facsimile No. (41-22) 740.14.35 


Authorized officer *\ . _.- 
Lazar Jos^n^anakal 

Telephone No. (41-22) 338.83.38 



Form PCT/IB/304 (July 1998) 



003375376 



m 



PAWNT COOPERATION TREAT 



WO 00/66985 
PCT/E POO/03890 



From the INTERNATIONAL BUREAU 



PCT 

NOTICE INFORMING THE APPLICANT OF THE 
COMMUNICATION OF THE INTERNATIONAL 
APPLICATION TO THE DESIGNATED OFFICES 

(PCT Rule 47.1 (c), first sentence) 



Date of mailing (day/month/year) 

09 November2000 (09:11.00) 




MEYERS, Hans-Wilhelm 
Von Kreisler Selting Werner 
Postfach 10 22 41 
D-50462 Koln 
ALLEMAGNE 



Applicant's or agent's file reference 

001135woMegn 


IMPORTANT NOTICE / 


International application No. 

PCT/E POO/03890 


International filing date (day/month/year) 
29 April 2000 (29.04.00) 


Priority date (day/month/year) 
29 April 1999 (29.04.99) 


Applicant 

EVOTEC BIOSYSTEMS AG et al 



1. Notice is hereby given that the International Bureau has communicated, as provided in Article 20, the international application 
to the following designated Offices on the date indicated above as the date of mailing of this Notice: 

AG,AU,DZ,KP,KR,US 

In accordance with Rule 47.1(c), third sentence, those Offices will accept the present Notice as conclusive evidence that 
the communication of the international application has duly taken place on the date of mailing indicated above and no copy 
of the international application is required to be furnished by the applicant to the designated Office(s). 

2. The following designated Offices have waived the requirement for such a communication at this time: 

AE^AM^AT^BA^B^CBRAY^CH^NXR^aCZ^E^^DM^A^E^^ES^^GB^D, , 

G^GH^M^R^UJDJUINJSJ^KE^CKZ^CLK^R^S^LLU^^M^MD^CMK^N^W^X, 

NO,NZ,pA,PL / PT / RO,RU / SD,SE,SG / SI / SK,SL ( TJ,TM,TR,TT / TZ,UA / UG.UZ / VN / YU / ZA,ZW 
The communication will be made to those Offices only upon their request. Furthermore, those Offices do not require the 
applicant to furnish a copy of the international application (Rule 49.1(a-bis)). 

3. Enclosed with this Notice is a copy of the international application as published by the International Bureau on 
09 November 2000 (09.11.00) under No. WO 00/66985 

REMINDER REGARDING CHAPTER II (Article 31(2)(a) and Rule 54.2) 

If the applicant wishes to postpone entry into the national phase until 30 months (or later in some Offices) from the priority 
date, a demand for international preliminary examination must be filed with the competent International Preliminary 
Examining Authority before the expiration of 19 months from the priority date. 

It is the applicant's sole responsibility to monitor the 19-month time limit. 

Note that only an applicant who is a national or resident of a PCT Contracting State which is bound by Chapter II has the 
right to file a demand for international preliminary examination. 

REMINDER REGARDING ENTRY INTO THE NATIONAL PHASE (Article 22 or 39(1)) 

If the applicant wishes to proceed with the international application in the national phase, he must, within 20 months 
or 30 months, or later in some Offices, perform the acts referred to therein before each designated or elected Office. 

For further important information on the time limits and acts to be performed for entering the national phase, see the 
Annex to Form PCT/IB/301 (Notification of Receipt of Record Copy) and Volume II of the PCT Applicant's Guide. 





The International Bureau of WIPO 
34, chemin des Colombettes 
121 1 Geneva 20, Switzerland 

Facsimile No. (41-22) 740.14.35 


Authorized officer 

J. Zahra 

Telephone No. (41-22) 338.83.38 



Form PCT/IB/308 (July 1996) 



3629543 



— J-T— 

_J i 



HPJ 



m uhkb 
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PCT/E POO/03890 



COOPERATION TREi 

From the INTERNATIONAL BUREAU 



NOTIFICATION OF RECEIPT OF 
RECORD COPY 



To: 



(PCT Rule 24.2(a)) 



MEYERS, Hans-Wilhelm 
Patentanwalte Von Kreisler Selting 
Werner 




Postfach 10 22 41 
D-50462 Koln i 
ALLEMAGNE ^ 



Date of mailing (day/month/year 
20 June 2000 (20.06.00) 



Applicant's or agent's file reference 
001135woMegn 



IMPORTANT NOTIFICATION 



International application No. 
PCT/E POO/03890 



"""< — « « *. — I b™,„ fa reo , ived th « , M oopy „ tha imerna6on>i awiication aj 

N.me« of th„„„»c„,|,| and s,,,^,, , or whic „ lhey >te iop|toms 

29 April 2000 (29.04.00) 
: '2TApril 1999(29.04.99) 
-23 June .1999 (23.06.99) 
• 23 June 1999 (23.06.99) 
23-December 1 999 (23. 1 2.99) 
10 February 2000 (10.02.00) 



International filing date 
Priority date(s) claimed 



Date of receipt of the record copy 
by the International Bureau 
List of designated Offices 



31 May 2000 (31.05.00) 



AP :GH,GM,KE,LS,MW,SD,SL,SZ,TZ,UG ZW 

EA ■'AM,AZ,BY / KG,KZ,MD,RU,TJ,TM IX 



The International Bureau of WIPO 
34, chemin des Colombettes 
1211 Geneva 20. Switzerland 



Facsimile No. (41 -22) 740.14.35 
Form PCT/IB/301 (July 1998) 



Authorized officer: 

Anman QIU 

Telephone No. (41-22) 338.83.38 



003362562 



Continuation of Form PCT/IB/30^P|/ 

NOTIFICATION OF RECEIPT OF RECORD COPY 



PCT/EPOO/03890 



| Date of mailing (day/month/year) 
20 June 2000 (20.06.00) 


IMPORTANT NOTIFICATION 


applicant s or agent's file reference 
001135woMegn 


International application No. 
PCT/EPOO/03890 



ATTENTION 

In addmon, the applicant's attention is drawn to the information 

f"*l time ''.mits for entry into the national phase 
I I confirmation of precautionary designations 



nform the International Bureau, 
contained in the Annex, relating to: 



requirements regarding priority documents 



A copy of this Notification is being sent to the receiving Office and to the Internatio 



nalSearching Authority. 



Form PCT7IB/301 (continuation sheet) (July 1998) 



003362562 



ANNEX dfcbRM PCT/IB/301 ^r'national application No. 

PCT/E POO/03890 



INFORMATION ON TIME LIMITS FOR ENTERING THE NATIONAL PHASE 

NotifL'atS be ent6red 6aCh ° f the d6Si9nated 0ffices indi -ted in the 

the applicable national Zs ' PCT/IB/301 > * Payng national fees and furnishing translations, as prescribed by 

The time limit for performing these procedural acts is 20 MONTHS from the Drioritv date r,r w A ■ . . r- 

eleof.d) Office, ha.e I [i™ LT- "h .w^^ t T.'„To r M ™ h * T t <"*»- S °™ <*■*»«« (»' 



Chapters of Volume II of the PCTADDlicanf, r^h! info™ t u 9 ? P S ' a " d a " V ° ther '^"^nts. see the relevant 

to. filing dan of ft. inWd.tional application. (See 6 Sep '* m, ' e ' ,SS7 - ™s»,dl es s of 

CONFIRMATION OF PRECAUTIONARY DESIGNATIONS 

despot ^^iSl^SSJlS-^^* bTctrTcfdT 49(a) 11 is im PO^ntto check that these 
Rule 4.9(b). The applicant ^herebv rPmS tLf Whef6 preoaut 'onary designations have been made under 

before the expSnS"?moS designations may be confirmed according to Rule 4.9(c) 

by the applicant. There wHI b n "remZaZ nZ^on rn" f ^ aUt0ma,icall V be re 9 ard * d as withdrawn 

specifying the designated ^c^^^L ^^rT' f *T T, 0 ' ° des, 9 nation <* the filing of a notice 

o-edesignationfndcon^S 

REQUIREMENTS REGARDING PRIORITY DOCUMENTS 

For applicants who have not yet complied with the requirements regarding priority documents, the following is recalled. 

of thS^ ttr' aPP i iCati ° n iS C ' aimed ' the applicant ™ st »»bmlt a copy 

(which will transm* To S It 'I ^ ^ P ™ rity document ") to the receiving Office 

the priority date, provided \X^sS^Z^^S Y -° ^^^^'o^' Bureau, before the expiration of 1 6 months from 
international pubMcation of the iZZLnTaZuZZir Th ^ fT"^ t0 the >" te ™«°™l Bureau before that date of 
by the Internationa, BureaTo^^::Tara; a :fTe1SZI t?2?$£ f^™ ™^ » »™ been received 

must be mad before th^a\^Seit^t ?™? ! Pn °? d ° CUment t0 the '^mational Bureau. Such request 
of a fee (Rule 17.1(b)) ' maY be SUbjeCted by the receiving 0ffice ,0 the P a V m ^t 

to P^r^^ to the i rrr al Bureau or if the requestt ° ^ ™*>*«.<m» 

time limit indicated und^hS^^ m3de ^ th6 corres P° ndin 9 fe *' if any, paid) within the applicable 

designated omJ^S^arT^Ma^ 'r IT f ^ ™" the priori,y claim ' provided that n ° 

document within a ti^ the apP ' iCa " t an W^nKy to furnish the priority 



Form PCT/IB/301 (Annex) (July 1998) 



003362562 



PATENT COOPERATION TREATY 

RECD 0 8 JUN 2091 



PCT 



WiFO 



PCT 



INTERNATIONAL PRELIMINARY EXAMINATION REPORT 

(PCT Article 36 and Rule 70) I Cj 



Applicant's or agent's file reference 

001135woMege 


See Notification of Transmittal of International 
FOR FURTHER ACTION Preliminary Examination Report (Form PCT/IPEA/416) 


International application No. 
PCT/EP00/03890 


International filing date (day/month/year) , 
29/04/2000 


. Priority date (day/month/year) . . 
29/04/1999 


International Patent Classification (IPC) or national classification and IPC 
G01J3/44 


Applicant 

EVOTEG BIOSYSTEMS AG et al. 



1 . This international preliminary examination report has been prepared by this International Preliminary Examining Authority 
and is transmitted to the applicant according to Article 36. 

2. ■ This REPORT consists of a total of 4 sheets, including this cover sheet. 

El This report is also accompanied by ANNEXES, i.e. sheets of the description, claims and/or drawings which have 
been amended and are the basis for this report and/or sheets containing rectifications made-before this Authority 
(see Rule 70.16 and Section 607 of the Administrative Instructions under the PCTjtf , o 



These annexes consist of a total of 9 sheets. 
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3. This report contains indications relating to the following items: 
I S Basis of the report 



m 

— i c=> 

'3D 

ro 



m 
o 



II 


□ 


III 


□ 


IV 


□ 


V 




VI 


□ 


VII 


□ 


VIII 


□ 



Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations suporting such statement 



Date of submission of the demand 
06/09/2000 


Date of completion of this report 
05.06.2001 


Name and mailing address of the international 
preliminary examining authority: 

European Patent Office 
/ml D-80298 Munich 

S5r' Tel. +49 89 2399 - 0 Tx: 523656 epmu d 
Fax:+49 89 2399-4465 


Authorized officer ^-ssr-^ 

Schmidt, C. (f M )) 

\Sl ^ fj 

Telephone No. +49 89 2399 2254 N>SS*J^ 



Form PCT/l PEA/409 (cover sheet) (January 1994) ' 



INTERNATIONAL PRELIMINARY 
EXAMINATION REPORT 



International application No. PCT/E POO/03890 



I. Basis of the r port 

1 . With regard to the elements of the international application (Replacement sheets which have been furnished to 
the receiving Office in response to an invitation under Article 14 are referred to in this report as "originally filed" 
and are not annexed to this report since they do not contain amendments (Rules 70. 16 and 70. 1 7)): 
. Description, pages: 



5,69-^ 
1-4,4a 



as.originally filed 
as received on 



12/05/2001 with letter of 



11/05/2001 



Claims, No. 

1-20 



as received on 



12/05/2001 with letter of 



11/05/2001 



Drawings, sheets: 

1/35-35/35 as originally filed 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in the 
language in which the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language: , which is: 

□ the language of a translation furnished for the purposes of the international search (under Rule 23.1 (b)). 

□ the language of publication of the international application (under Rule 48.3(b)). 

□ the language of a translation furnished for the purposes of international preliminary examination (under Rule 
55.2 and/or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the 
international preliminary examination was carried out on the basis of the sequence listing: 

□ contained in the international application in written form. 

□ filed together with the international application in computer readable form. 

□ furnished subsequently to this Authority in written form. 

. □ furnished subsequently to this Authority in computer readable form. 

□ The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in 
the international application as filed has been furnished. ; 

□ The statement that the information recorded in computer readable form is identical to the written sequence 
listing has been furnished. 

4. The amendments have resulted in the cancellation of: 



Form PCT/IPEA/409 (Boxes l-VIII, Sheet 1) (July 1998) 



INTERNATIONAL PRELIMINARY 
EXAMINATION REPORT 



International application No. PCT/EP00/03890 



□ the description, pages: 

□ the claims, Nos.: 

□ the drawings, sheets: 

5. □ This report has been established as if (some of) the amendments had not been made, since they have been 
considered to go beyond the disclosure as filed (Rule 70.2(c))^ ~ --- 

' (Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this 
report.) 

6. Additional observations, if necessary: 



V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 

1. Statement 



Novelty (N) 


Yes: 


Claims 


1 


-20 




No: 


Claims 






Inventive step (IS) 


Yes: 


Claims 


1 


-20 




No: 


Claims 






Industrial applicability (IA) 


Yes: 


Claims 


1 


-20 




No: 


Claims 







2. Citations and explanations 
see separate sheet 



Form PCT/IPEA/409 (Boxes l-VIII, Sheet 2) (July 1998) 



INTERNATIONAL PRELIMINARY International application No. PCT/EP00/03890 

EXAMINATION REPORT - SEPARATE SHEET 



SECTION V 



1 . The invention according to claim 1 concerns a method for characterizing 

.. fluorescent moleculesjn a sample wherein the numbers of photon counts in 
primary time intervals are determined. From these numbers a distribution is 
determined and. the physical quantities characterizing the sample are determined 
by fitting including calculation of a theoretical distribution through the generating 
function, which has an exponential dependency. 

2. In the prior art it is known to determine the number of photon counts in primary 
time intervals in order to characterize a sample; cf. eg EP-A-0 836 090. However, 
the cited prior art does neither disclose nor render obvious the use of the 
generating function for such determination. Therefore, claim 1 is considered novel 
and inventive over the cited prior art. 

3. The dependent claims 2 to 1 9 as well as claim 20 claiming the use of a confocal 
apparatus for performing the claimed method include all the features of claim 1 
upon which they depend and are thus also considered novel and inventive. 

3. Industrial applicability is given in the field of fluorescence spectroscopy. 



Form PCT/Separate Sheet/409 (Sheet 1) (EPO-April 1997) 



I 

y^D5=-200^ PCT7EP00/03890' I 

A method f characterizing fluorescent molecules r other particles us- 
ing generating functions 

This invention relates to the field of fluorescence spectroscopy, and more par- 
ticularly to a method for determining characteristic physical quantities of fluores- 
cent molecules or other particles present in a sample. 

US patent 4,198,571 discloses a scanning microscope including first and second 
focussing means arranged confocaliy, at least one focussing means being of an- 
nular form, a coherent radiation detection means arranged to receive radiation 
from one focussing means, and scanning means to scan an object in the focal 
plane. 

US Patent 5,866,911 discloses that in scanned optical systems such as confocal 
laser microscopes wherein a beam of light is focused to a spot in a specimen to 
excite a fluorescent species or other excitable species in the spot, the effective 
size of the excitation is made smaller than the size of the spot by providing a 
beam of light of wavelength adapted to quench the excitation of the excitable 
species, shaping this second beam into a pattern with a central intensity mini- 
mum, and overlapping this central minimum with the central intensity maximum 
of the focused spot, so that within the spot the intensity of quenching light in- 
creases with distance from the center of the spot, thereby preferentially 
quenching excitation in the peripheral parts of the spot, and thereby reducing 
the effective size of the excitation and thus improving the resolution of the sys- 
tem. 

The primary data of an experiment in fluorescence correlation spectroscopy 
(FCS, a prior art technique) is a sequence of photon counts detected from a mi- 
croscopic measurement volume. An essential attribute of the fluorescence cor- 
relation analysis is the calculation, of the second order autocorrelation function of 
photon detection. This is a way how a stochastic function (of photon counts) is 
transformed into a statistical function having an expected shape, serving as a 
means to estimate some parameters of the sample. However, the calculation of 
the autocorrelation function is not the only way for extracting information about 
the sample from the sequence of photon counts. Further approaches are based 

>Pririted:15-05^0Crk 



•DESC - £ 



£ii 



on moment analysis and direct analysis of the distribution of the number of 
photon counts per given time interval (Qian and Elson, Proc. Natl. Acad. Sci. 
USA, 87: 5479 - 483, 1990; Qian and Elson, Biophys. J. 57: 375 - 380, 1990). 

The intensity of fluorescence detected from a particle within a sample is not uni- 
form but depends on the coordinates of the particle with respect to the focus of 
the optical system. Therefore, a reliable interpretation of measurements should 
account for the geometry of the illuminated measurement volume. Even though 
the calculation of a theoretical distribution of the number of photon counts is 
more complex for a bell-shaped profile than for a rectangular one, the distribu- 
tion of the number of photon counts sensitively depends on values of the con- 
centration and the specific brightness of fluorescent species, and therefore, the 
measured distributions of the number of photon counts can be used for sample 
analysis. The term „specific brightness,, denotes the mean count rate of the de- 
tector from light emitted by a particle of given species situated iri a certain point 
in the sample, conventionally in the point where the value of the spatial bright- 
ness profile function is unity. 

The first realization of this kind of analysis was demonstrated on the basis of 
moments of the photon count number distribution (Qian and Elson, Proc. Natl. 
Acad. Sci. USA, 87: 5479 - 483, 1990). The k-th factorial moment of the photon 
count number distribution P(n) is defined as 



n(n-k)\ 



P{n). 



(1) 



In turn, factorial moments are closely related to factorial cumulants,- 



(2) 



or 



(3) 



(Q*s are binomial coefficients, and K k s are cumulants.) The basic expression 
used in moment analysis, derived for ideal solutions, relate k-th order cumulant 
to concentrations (c f ) and specific brightness values (q t ) 

** = x*I>,(*,r)*. 



Here, x k is the k-th moment of the relative spatial brightness profile B(r): 
Xk = \B l (r)dV. (5 ) 

Usually in FCS, the unit of volume and the unit of B are selected which yield 
Xi=Z2 = l - After selecting this convention, concentrations in the equations are 
dimensionless, expressing the mean number of particles per measurement vol- 
ume, and the specific brightness of any species equals the mean count rate from 
a particle if situated in the focus divided by the numeric value of B(0). The value 
of the constant S(0) is a characteristic of optical equipment. It can be calculated 
from estimated parameters of the spatial intensity profile (see below). 

Qian and Elson used experimental values of the first three cumulants to deter- 
mine unknown parameters of the sample. The number of cumulants which can 
be reliably determined from experiments is usually three to four. This sets a limit 
to the applicability of the moment analysis. 

The idea behind the so-called fluorescence intensity distribution analysis, which 
has in detail been described in the international patent application PCT/EP 
97/05619 (international publication number WO 98/16814), can be well under- 
stood by imagining an ideal case when a measurement volume is uniformly illu- 
minated and when there is almost never more than a single particle illuminated 
at a time, similar to the ideal situation in cell sorters. Under these circumstances, 
each time when a particle enters the measurement volume, fluorescence inten- 
sity jumps to a value corresponding to the brightness of a given type of particles. 
Naturally, the probability that this intensity occurs at an arbitrary time moment 



(4) 



equals the product of the concentration of a given species and the size of the 
measurement volume. Another fluorescent species which may be present in the 
sample solution produces intensity jumps to another value characteristic of this 
other species. In summary, the distribution of light intensity is in a straightfor- 
ward way determined by the values of concentration and specific brightness of 
each fluorescent species in the sample solution. 

Only in the above-described ideal case can it be assumed that the light intensity 
reaching the detector from a particle as a function of coordinates of the particle 
is constant over the whole measurement volume, and zero outside it. In the first 
approximation, it is also assumed that the diffusion of a fluorescent particle is 
negligible during the counting interval T. Under these two assumptions, the dis- 
tribution of the number of photon counts emitted by a single fluorescent species 
can be analytically expressed as double Poissonian: the distribution of the num- 
ber of particles of given species within this volume is Poissonian, while the con- 
ditional probability distribution of the number of photons assuming a given num- 
ber of particles is also Poissonian. The double Poissonian distribution has two 
parameters: the mean number of particles in the measurement volume, c and 
the mean number of photons emitted by a single particle per dwell time, qT. The 
distribution of the number of photon counts n corresponding to a single species 
is expressed as 

'<"->^£^-. 

where m runs over the number of molecules in the measurement volume. If 
Pi(n) denotes the distribution of the number of photon counts from species 7, 
then the resultant distribution P(n) is expressed as 

p (*) = Zn^) 5 ("»£*/) (7) 

(";} J / 



This means that P(n) can be calculated as a convolution of the series of distribu- 
tions Pi(n). 



Like in FCS, the rectangular sample profile is a theoretical model which can 
hardly be applied in experiments. However, one may divide the measurement 
volume into a great number of volume elements and assume that within each of 
them, the intensity of a molecule is constant. Contribution to photon count num- 
ber distribution from a volume element is therefore double Poissonian with pa- 
rameters cdV and qTB(r). (Here q denotes count rate from a molecule in a se- 
lected standard .position where B = l, and 5(r) is the spatial brightness profile ^ 
function of coordinates.) The overall distribution of the number of photon counts 
can be expressed as a convolution integral over double Poissonian distributions. 
Integration is a one-dimensional rather than a three-dimensional problem here, 
because the result of integration does not depend on actual positions of volume 
elements in respect to each other. Rguratively, one may rearrange the three- 
dimensional array of volume elements into a one-dimensional array, for example 
in the decreasing order of the value of B. 

In a number of first experiments described in the international patent application 
PCT/EP 97/05619 (published as WO 98/16814) , the photon count number dis- * 
tribution was indeed fitted, using the convolution technique. The sample model 
consisted of twenty spatial sections, each characterized by its volume V } and 
brightness B r However, the technique described in this patent application is 
slow and inconvenient in cases involving a high number of samples to be ana- 
lyzed, like in diagnostics or drug discovery, or in analyzing distribution functions 
involving more than a single argument. 
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CLAIMS 

1. A method for characterizing fluorescent molecules or other particles in sam- 
ples comprising the steps of: 

a) monitoring fluctuating intensity of fluorescence emitted by the molecules or 
other partides in at least one measurement volume of a non-uniform spatial 
brightness profile by measuring numbers of photon counts in primary time 
intervals by a single or more photon detectors, 

b) determining at least one distribution of numbers of photon counts, P(n), from 
the measured numbers of photon counts, 

c) determining physical quantities characteristic to said particles by fitting the 
experimentally determined distribution of numbers of photon counts P(n), 

characterised in that the fitting procedure involves calculation of a theoretical 
distribution function of the number of photon counts P(n) through its gener- 
ating function, defined as G(C) = 2l n - p ( 11 )- 

2. A method according to claim 1 wherein the primary time intervals are con- 
secutive intervals of equal width. 

3. A method according to claim 1 or 2 wherein in step b) numbers of photon 
counts {rij} subject to determination of a distribution P(n) are derived from 
numbers of photon counts in primary time intervals <Nj} by summing up 
numbers of photon counts from primary time intervals according to a prede- 
termined rule. 

4. A method according to claim 3 wherein in step b) numbers of photon counts 
{nj subject to determination of a distribution P(n) are calculated from the 
numbers of photon counts in primary time intervals {Nj} according to the rule 

M ■ 

a , = ]l n m;+a> where M is an integer number expressing how many times the 
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time interval in which {ni} is determined is longer than the primary time in- 
terval. 

5. A method according to claim 3 wherein in step b) numbers of photon counts 
{n,} are calculated from predetermined primary time intervals according to a 
rule in which primary time intervals are separated by a time delay. 

6. A method according to claim 5 wherein in step b) numbers of photon counts 
{ni} subject to determination of a distribution P(n) are calculated from the 
numbers of photon counts in primary time intervals {Nj} according to the rule 

n i = 2] ( n a« + * + N M(/ + £ )+ jt)> where M and L are positive integer numbers. 



7. A method according to one of the claims 3 to 6 wherein in step b) a set of • 
distributions P(n) is determined according to a set of different rules, said set 
of distributions being fitted jointly in step c). 

8. A method according to claims 6 and 7 wherein in step c) a set of distributions 
with different values of M and/or L are fitted jointly. 

9. A method according to one of the claims 1 to 8 wherein at least one of the 
physical quantities of step c) is concentration of particles. 

10. A method according to one of the claims 1 to 9 wherein at least one of the 
physical quantities of step c) is specific brightness of particles. 

11. A method according to one of the claims 1 to 10, wherein at least one of the 
physical quantities of step c) is diffusion coefficient. 

12. A method according to one of the claims 1 to 11 wherein the generating 
function is calculated using the expression 
G&) = exp[jdqc(q)jd 3 r(e {f - l)tWlT) -!)), where c(q) is the density of particles 

with specific brightness q, T is the length of the counting interval, and B(r) is 
the spatial brightness profile as a function of coordinates. 
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13. A method according to one of the claims 1 to 12 wherein the argument of 
the generating function is selected in the form £=e" if and a fast Fourier 
transform algorithm is used in calculation of the theoretical distribution of the 
number of photon counts out of its generating function. 

14. A method according to one of the claims 1 to 13 wherein in step c) when 
calculating the theoretical distribution P(n), the spatial brightness profile is 
modelled by a mathematical relationship between volume and spatial bright- 
ness. 

15. A method according to claim 14 wherein in step c) when calculating the 
theoretical distribution P(n), the spatial brightness profile is modelled by the 

dV 

following expression: — = 4,^(1 + a l x+a 2 x 2 ), where dV denotes a volume 

element, x denotes logarithm of the relative spatial brightness, A 0 is: a con- 
stant selecting the unit of volume, and a t _ and a 2 are empirically estimated 
parameters. 

16. A method according to claim 14 wherein in step c) when calculating the 
theoretical distribution P(n), the spatial brightness profile is modelled by the 

dV 

following expression: — = A 0 x" i Q. + a 1 x+a 2 x 2 ), where dV denotes a volume 

element, x denotes logarithm of the relative spatial brightness, A 0 is a con- 
stant selecting the unit of volume, and a lr a 2 and a 3 are empirically estimated 
parameters. 

17. A method according to any of the claims 1 to 16 wherein in step a) a confo- 
ca I optical device is used for monitoring the intensity of fluorescence. 

18. A method according to any of the claims 1 to 17 wherein said fluorescent 
molecules or other particles are characterized applying an homogeneous 
fluorescence assay. 
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19. A method according to any of the claims 1 to 18 for use in diagnostics, high 
throughput drug screening, optimization of properties of molecules and identi- 
fication of specific cell or suspendable carrier populations. 



20. Use of a confocal apparatus for performing the method according to any of 
the claims 1 to 19 comprising: 

a radiation source (12) for providing excitation radiation (14), 

an objective (22) for focussing the- excitation radiation (14)Hnto a measure- - 

ment volume (26), 

a detector (42) for detecting emission radiation (30) that stems from the 
measurement volume (26), and 

an opaque means (44) positioned in the pathway (32) of the emission radia- 
tion (30) or excitation radiation (14) for erasing the central part of the emis- 
sion radiation (30) or excitation radiation (14). 
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A method of charact erizing fluorescent molecules or other particles using generating functions 

This invention relates to the field of fluorescence spectroscopy, and more particularly to a 
method for determining characteristic physical quantities of fluorescent molecules or other 
particles present in a sample. 

The primary data of an experiment in fluorescence correlation spectroscopy (FCS, a prior art 
technique) is a sequence of photon counts detected from a microscopic measurement volume. 
An essential attribute of the fluorescence correlation analysis is the calculation of the second 
order autocorrelation function of photon detection. This is a way how a stochastic function (of 
photon counts) is transformed into a statistical function having an expected shape, serving as a 
means to estimate some parameters of the sample. However, the calculation of the 
autocorrelation function is not the only way for extracting information about the sample from 
the sequence of photon counts. Further approaches are based on moment analysis and direct 
analysis of the distribution of the number of photon counts per given time interval (Qian and 
Elson, Proc. Natl. Acad. Sci. USA, 87: 5479 - 483, 1990; Qian and Elson, Biophys. J. 57: 375 
-380,1990). 

The intensity of fluorescence detected from a particle within a sample is not uniform but 
depends on the coordinates of the particle with respect to the focus of the optical system. 
Therefore, a reliable interpretation of measurements should account for the geometry of the 
illuminated measurement volume. Even though the calculation of a theoretical distribution of 
the number of photon counts is more complex for a bell-shaped profile than for a rectangular 
one, the distribution of the number of photon counts sensitively depends on values of the 
concentration and the specific brightness of fluorescent species, and therefore, the measured 
distributions of the number of photon counts can be used for sample analysis. The term 
..specific brightness" denotes the mean count rate of the detector from light emitted by a 
particle of given species situated in a certain point in the sample, conventionally in the point 
where the value of the spatial brightness profile function is unity. 

The first realization of this kind of analysis was demonstrated on the basis of moments of the 
photon count number distribution (Qian and Elson, Proc. Natl. Acad. Sci. USA, 87: 5479 - 
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483, 1990). The k-th factorial moment of the photon count number distribution P(n) is defined 
as 

F ' = Z-^m- (i) 

In turn; factorial moments are closely related to factorial cumulants, 1 

F^tcrK^F,, (2 ) 



/=o 



or 



k-l 



^=^.-XQ*"^- (3) 
1=1 

( Cf s are binomial coefficients, and are cumulants.) The basic expression used in moment 
analysis, derived for ideal solutions, relate k-th order cumulant to concentrations (c, ) and 
specific brightness values (q,) 

Kk=XiZc,(a,T) k - (4) 
Here, % k is tne &-th moment of the relative spatial brightness profile B(r): 



Xk = \B k {r)dV. (5 ) 



Usually in FCS, the unit of volume and the unit of B are selected which yield % x = % t = 1. 
After selecting this convention, concentrations in the equations are dimensionless, expressing 
the mean number of particles per measurement volume, and the specific brightness of any 
species equals the mean count rate from a particle if situated in the focus divided by the 
numeric value of B(0). The value of the constant 5(0) is a characteristic of optical equipment. 
It can be calculated from estimated parameters of the spatial intensity profile (see below). 
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Qian and Elson used experimental values of the first three, cumulants to determine unknown 
parameters of the sample. The number of cumulants which can be reliably determined from 
experiments is usually three to four. This sets a limit to the applicability of the moment 
analysis. 

The idea behind the so-called fluorescence intensity distribution analysis, which has in detail 
been described in the international patent application PCT/EP 97/05619 (international 
publication number WO 98/16814), can be well understood by imagining an ideal case when a 
measurement volume is uniformly illuminated and when there is almost never more than a 
single particle illuminated at a time, similar to the ideal situation in cell sorters. Under these 
circumstances, each time when a particle enters the measurement volume, fluorescence 
intensity jumps to a value corresponding to the brightness of a given type of particles. 
Naturally, the probability that this intensity occurs at an arbitrary time moment equals the 
product of the concentration of a given species and the size of the measurement volume. 
Another fluorescent species which may be present in the sample solution produces intensity 
jumps to another value characteristic of this other species. In summary, the distribution of 
light intensity is in a straightforward way determined by the values of concentration and 
specific brightness of each fluorescent species in the sample solution. 

Only in the above-described ideal case can it be assumed that the light intensity reaching the 
detector from a particle as a function of coordinates of the particle is constant over the whole 
measurement volume, and zero outside it. In the first approximation, it is also assumed that 
the diffusion of a fluorescent particle is negligible, during the counting interval T. Under these 
two assumptions, the distribution of the number of photon counts emitted by a single 
fluorescent species can be analytically expressed as double Poissonian: the distribution of the 
number of particles of given species within this volume is Poissonian, while the conditional 
probability distribution of the number of photons assuming a given number of particles is also 
Poissonian. The double Poissonian distribution has two parameters: the mean number of 
particles in the measurement volume, c and the mean number of photons emitted by a single 
particle per dwell time, qT. The distribution of the number of photon counts n corresponding 
to a single species is expressed as 
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where m runs over the number of molecules in the measurement volume. If P\(n) denotes the 
distribution of the number of photon counts from species i, then the resultant distribution P(n) 
is expressed-as - 



nn) = YX[ P ^Mn,Y, n ,) (7) 

{«,} • ' 

This means that P(n) can be calculated as a convolution of the series of distributions P\{n). 

Like in FCS, the rectangular sample profile is a theoretical model which can hardly be applied 
in experiments. However, one may divide the measurement volume into a great number of 
volume elements and assume that within each of them, the intensity of a molecule is constant. 
Contribution to photon count number distribution from a volume element is therefore double 
Poissonian with parameters cdV and qTB{r). (Here q denotes count rate from a molecule in a 
selected standard position where B = 1 , and B(r) is the spatial brightness profile function of 
coordinates.) The overall distribution of the number of photon counts can be expressed as a 
convolution integral over double Poissonian distributions. Integration is a one-dimensional 
rather than a three-dimensional problem here, because the result of integration does not 
depend on actual positions of volume elements in respect to each other. Figuratively, one may 
rearrange the three-dimensional array of volume elements into a one-dimensional array, for 
example in the decreasing order of the value of B. 



In a number of first experiments described in the international patent application PCT/EP 
97/05619, the photon count number distribution was indeed fitted, using the convolution 
technique. The sample model consisted of twenty spatial sections, each characterized by its 
volume V r and brightness Bj. However, the technique described in this patent application is 
slow and inconvenient in cases involving a high number of samples to be analyzed, like in 
diagnostics or drug discovery, or in analyzing distribution functions involving more than a 
single argument. 
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Therefore, it is an object of the present invention to present a convenient and much faster 
technique for analyzing fluorescence intensity fluctuations. 

According to the present invention there is provided a method for characterizing fluorescent 
molecules or other particles in samples, the method comprising the steps of: 

a) monitoring fluctuating intensity of fluorescence emitted by the molecules or other particles 
in at least one measurement volume of a non-uniform spatial brightness profile by 
measuring numbers of photon counts in primary time intervals by a single or more photon 
detectors, 

b) determining at least one distribution of numbers of photon counts, P(n), from the 
measured numbers of photon counts, 

c) determining physical quantities characteristic to said particles by fitting the distribution of 
numbers of photon counts P(n), wherein the fitting procedure involves calculation of a 
theoretical distribution function of the number of photon counts P(n) through its 
generating function, defined as G(f) = ]>] $ n P(n). 

n 

In the following, sometimes the wording "histogram" will be used instead of "experimentally 
determined distribution function" or "experimentally determined distribution". 

The formal definition of the generating function of a distribution P(n) is as follows: 

GG)=.Er-P(n)." (8) 

What makes the generating function attractive in count number distribution analysis is the 
additivity of its logarithm: logarithms of generating functions of photon count number 
distributions of independent sources, like different volume elements as well as different 
species, are simply added for the calculation of the generating function of the combined 
distribution because the transformation (8) maps distribution convolutions into the products of 
the corresponding generating functions. 

Four particular examples of the present invention have been developed in detail and will be 
described below: 
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1. one-dimensional fluorescence intensity distribution analysis (denoted by FED A or 1D- 
FIDA) in which a single distribution function of numbers of photon counts is fitted yielding 
the specific brightness of a fluorescent molecule or other particle as a characteristic physical 
quantity; 

2. two-dimensional fluorescence intensity distribution analysis (2D-FIDA) in which a joint 
distribution function of numbers of photon counts is fitted yielding two specific brightness 
values of a fluorescent molecule or other particle as characteristic physical quantities: 2D- 
FIDA can be applied in a polarization mode or in a spectral mode as explained in detail 
below; 

3. fluorescence intensity multiple distribution analysis (FIMDA) in which a series of 
distribution functions of photon count numbers at different width of counting time intervals is 
fitted yielding the specific brightness and the translational diffusion time as characteristic 
physical quantities; and 

4. fluorescence autoconvoluted intensity distribution analysis (FACE)) in which a series of 
distribution function of photon count numbers each corresponding to the same counting time 
interval is fitted. However, different delay times between two parts of a counting time interval 
are used. FACE) yields also the specific brightness and the translational diffusion time as 
characteristic physical quantities. 

In a particular preferred embodiment, one might monitor the fluctuating fluorescence intensity 
in consecutive primary time intervals of equal width. The above mentioned examples, 1D- 
FE)A, 2D-FE)A, FIMDA and FACE), make use of this convenient embodiment in which the 
available information is optimally used. However, it is also possible to use non-consecutive 
primary time intervals and/or primary time intervals of different width. Typical primary time 
intervals have a width in the order of a microsecond or tens of microseconds. The total data 
collection time is usually several tenth of seconds up to tens of seconds. 

In a further preferred embodiment, numbers of photon counts {n\} subject to determination of 
a histogram ?(n) in step b) are derived from numbers of photon counts in primary time 
intervals {Nj} by addition of numbers of photon counts from primary time intervals according 
to a predetermined rule. 1D-FE)A, 2D-FK)A, FIMDA and FACED make also use of this 
embodiment. 
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One might e.g. be interested in choosing numbers of photon counts {nj} subject to 
determination of a histogram P(n) which are calculated from the numbers of photon counts 

M 

in primary time intervals- {Nj} according to the rule n, = 2 n aa+*» where M is an integer 

number expressing how many times the time interval in which {n;} is determined is longer 
than the primary time interval. 1D-FIDA, 2D-FIDA and FIMDA preferably make use of this 
embodiment. " " * * " " " " " ~ 

In a further embodiment, numbers of photon counts {nj} are derived from predetermined 
primary time intervals according to a rule in which primary time intervals are separated by a 

M 

time delay. In particular, the following rule can be applied: n ( . = J (N W| . +fc + N M((+i)+i ), where 

M and L are positive integer numbers, {nj} are numbers of photon counts subject to 
determination of a histogram P(n) , and {Nj} are the numbers of photon counts in primary 
time intervals. In this formula, 2Mis the number of primary time intervals per a counting time 
interval (in which nj is determined) while L is the number of missed primary time intervals 
constituting a delay between two parts of the counting time interval. FACE) preferably makes 
use of this embodiment. 

In some cases, it might be preferred to determine not only a single histogram P(ri) in step b), 
but rather a set of histograms, P(n) . These can be determined according to a set of different 
rules, said set of histograms being fitted jointly in step c). As an example a set of histograms 
with different values of M and/or L might be fitted jointly. FIMDA and FACID make use of 
this embodiment. 

Typical physical quantities which might be determined in step c) according to the present 
invention are concentration, specific brightness and/or diffusion coefficient of molecules or 
other particles. 

In a further preferred embodiment, the generating function is calculated using the expression 
G(£) = QXTp[jdqc(g) jd 3 r(e a ~ l)qTB(r) -1)], where c(g) is the density of particles with specific 
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brightness q, Tis the length of the counting interval, and B(r) is the spatial brightness profile 
as a function of coordinates. 

Applying the definition (8) to formula (6) with c -» cdV and q -> qB(r) , the contribution 
from a particular species and a selected volume element dV can be written as 

G,{£\dV) = exp^FC^- 1 ^) - 1)]. y (9) 

Therefore, the generating function of the total photon count number distribution can be 
expressed in a closed form 

G^) = ^ V [Zc i \{e^' TB ^-\)dVl (10) 

Numeric integration according to Eq. (9) followed by a fast Fourier transform is the most 
effective means of calculating the theoretical distribution P(n) corresponding to a given 
sample (i.e., given concentrations and specific brightness values of fluorescent species). If one 
selects § = e" p , then the distribution P(n) and its generating function G(<p) are interrelated by 
the Fourier transform. Therefore, it is particularly preferred to select the argument of the 
generating function in the form % = e~' 9 and to use a fast Fourier transform algorithm in 
calculation of the theoretical distribution of the number of photon counts out of its generating 
function. 1D-FIDA, 2D-FIDA, FIMDA and FACID preferably make use of this embodiment. 

When calculating the theoretical distribution P(n) in step c) according to the present 
invention, the spatial brightness profile might be modeled by a mathematical relationship 
between volume and spatial brightness. In particular, one might model the spatial brightness 

dV 

profile by the following expression: — = A 0 xQ + a l x + a 2 x 2 ), where dV denotes a volume 

dx 

element, x denotes logarithm of the relative spatial brightness, A 0 is a constant selecting the 
unit of volume, and a\ and a 2 are empirically estimated parameters of the shape of the spatial 
brightness function. In a further preferred embodiment, one might model the spatial brightness 

profile by the following expression: — = A 0 x" 3 (1 + a x x + a 2 x 2 ). 

dx 
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Some fluorescent species may have a significantly wide distribution of specific brightness. For 
example vesicles, which are likely to have a significantly broad size distribution and a random 
number of receptors, may have trapped a random number of labeled ligand molecules. In order 
to fit count number histograms for samples containing such kind of species, it is useful to 
modify Eq. (10) in the following manner. The assumption is made that the distribution of 
brightness of particles q within a species is mathematically expressed as follows: 



(11) 



This expression has been selected for the sake of convenience: all moments of this distribution 
can be analytically calculated, using the following formula: 



Lv**=- r( * +1 > 



(12) 



It is straightforward to derive the modified generating function of a photon count number 
distribution. One can rewrite Eq. (9) as follows: 



G(g) = exp[£c, Idvjdqpiqia^b^- 1 )" 7 ^ -1)], 

. ' o 

where 



(13) 



P(q;a,b) = —q a - 1 e- b <>. 

r(fl) 



(14) 



The integral over q can be performed analytically: 



G(S) = exp 2>,.j> 



bt-tt-VTBix) 



-1 



(15) 



The parameters a, and b, are related to the mean brightness ^and the width of the brightness 
distribution <r? by 
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In the range of obtained count numbers, the probability to obtain a particular count number 
usually varies by many orders of magnitude, "see for example ^the "distribution of Fig.'l. 
Consequently, the variance of the number of events with a given count number has a strong 
dependence on the count number. To determine weights for least squares fitting, one may 
assume that light intensities in all counting intervals are independent. Under this assumption, 
one has a problem of distributing M events over choices of different count numbers n, each 
particular outcome having a given probability of realization, P(ri). Covariance matrix elements 
of the distribution can be expressed as follows: 



(AfWAPW) ^^^'^^^) , (17 ) 



where M is the number of counting intervals per experiment. 

The covariance matrix of Eq. 17 is singular. As the weight matrix, we are justified to use its 
"weak inverse" diagonal matrix expressed as follows: 



w "=Wr (18) 



Dispersion matrix (17) corresponds to the multinomial distribution of statistical realizations , of 
histograms. The Poissonian distribution, with the constraint that the total number of counting 
intervals M is fixed, will lead to the multinomial distribution. This is the rationale behind 
using Poissonian weights as given in Eq. (1 8). 

Let j\ be the expectation value of the number of events of counting k photons and let . 
N - X w * be their sum. Let n\ be a statistical realization with M = ^ k m k . Assume that 

k 

realizations obey Poissonian statistics 
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r . 11%.'" j 

r 1 1t e~ N , (19) 

where we have introduced the notation « 0 "'" = [«„,«,,... f"' 0 '" 1 ^ and 
wi 0 l/n, !.,; = [/7? r , /n,,...}. The probability of having-the total of-M events is .- 



■ N M 

P(M)=- rT e-\ (20) 



the conditional probability of having n^,n\,... events if there is a total of M events is 



P(A/) Ar^.m,,...]! 

or 

PK,m l5 ...|M) s C^-/^^,..^^:- 1 : ' (21) 



This is the multinomial distribution where we have introduced: 



and C m t M are multinomial coefficients. 



In general, a linear or linearized least squares fitting returns not only the values of the 
estimated parameters, but also their covariance matrix, provided the weights have been 
meaningfully set. It may turn out to be possible to express the statistical errors of the estimated 
parameters analytically in some simple cases (e.g., for the rectangular sample profile and 
single species) but in applications at least two-component analysis is usually of interest. 
Therefore, one may be satisfied with the numerical . calculations of statistical errors. In 
addition to the „theoretical" errors with the assumption of non-correlated measurements (Eq. 
(17)), in some cases statistical errors have been estimated empirically, making a series of 



WO 00/66985 PCT/EP00/03890 

12 

about a hundred FIDA experiments on identical conditions. As a rule, empirical errors are 
higher than theoretical ones by a factor of three to four. Empirical errors appear to be closer to 
the theoretical ones in scanning experiments. Therefore we are convinced that the main reason 
of the underestimation of theoretical errors is the assumption of non-correlated measurements. 
Table 1 compares statistical errors of parameters estimated by fitting a photon count number 
histogram (FIDA) according to the present invention and by the moment analysis. Error values 
-are determined through processing a series of simulated histograms. The present invention is 
overwhelmingly, better than the moment analysis if the number of estimated parameters is 
higher than three. 



Table 1 
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In a further preferred embodiment, the method according to the present invention is applied to 
fit a joint distribution of photon count numbers! 2D-FIDA is an example of this embodiment. 
In experiments, fluorescence from a microscopic volume with a fluctuating number of 
molecules is monitored using an optical set-up (e.g. a confocal microscope) with two 
detectors. The two detectors may have different polarizational or spectral response. In one 
embodiment, concentrations of fluorescent species together with two specific brightness 
- values per each species are - determined: The two-dimensional fluorescence intensity 
distribution analysis (2D-FIDA) if used with a polarization cube is a tool which can 
distinguish fluorescent species with different specific polarization ratios. This is a typical 
example of a joint analysis of two physical characteristics of single molecules or other 
particles, granting a significantly improved reliability compared to methods focussed on a 
single physical characteristic. 

In the following, 2D-FIDA is explained in more detail. 

In order to express the expected two-dimensional distribution of the number of photon counts, 
it is favorable to use the following assumptions: (A) Coordinates of particles are random and 
independent of each other. (B) Contribution to fluorescence intensity from a particle can be 
expressed as a product of a specific brightness of the particle and a spatial brightness profile 
function characteristic to the optical equipment. (C) A short counting time interval T is . 
selected, during which brightness of fluorescent particles does not significantly change due to 
diffusion. ; 

At first, a joint distribution of count numbers from a single fluorescent species and a single 
small open volume element dV is expressed. The volume element is characterized by 
coordinates r and spatial brightness B(r), and the fluorescent species is characterized by its 
specific brightness values q x and q 2 . By q x and q 2 , mean photon count rates by two 
detectors from a particle situated at a point where B(r) = 1 are denoted. A convenient choice is 
to select a unit of B, as usual in FCS, by the equation % x = % 2 , where % k — jB k (rjd 3 r. If the 

volume element happens to contain m particles, then the expected photon count numbers per 
time interval T from the volume element are mq x TB{r) and mq 2 TB(r), while the distribution 
of numbers of photon counts from m particles P(n x ,n 2 1 m) is Poissonian for both detectors 
independently: 
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P{n x , n 2 1 m) = ^ TB ^" 1 ■ c -**xbm {mg 2 TB(x)) n > c _ m(hTBM 



, , - (22) 

n { \ n 2 \ . J 



From the other side, under assumption (A), the distribution of the number of particles of given 
species in the volume element is Poissonian with mean cdV , c denoting concentration: 



,,,„,, ' - (23) 



The overall distribution of the number of photon counts from the volume element can be 
expressed using Eqs.22 and 23: 



P d y(ni,n 2 ) = Yj P dv( m ) P ( n i> n 2\ m ) : , 

_y {cdVT^ y (wg,ra(r^" fc ^ r) ' 0» g2 7Bfrjy» c . m ^ (r) ;• (24) 
• ml • «,!' n 2 \ 



As in the one-dimensional case described above, a useful representation of a distribution of 
numbers of photon counts' P(«/,« 2 ) is its generating function, defined as 



^.g-ZS; 1 ^^,^). * (25) 

n 1= 0/i 2 =0 ' 



The generating function of the distribution expressed by Eq 24 can be written as 



- c -«^ fc^expfe ,-l) g ^r]expfe 2 -\)g 2 BT\f 



= exp[c^( e «'- l)9 ' Br e ^- ,) ^ fl7: -l)] 



In particular, if one selects % k = expO'p*), then the distribution P{n x ,n 2 ) and its generating 
function G((p y ,(p 2 ) are interrelated by a 2-dimensional Fourier transform. Logarithms of 
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generating functions of photon count number distributions of independent sources, like 
different volume elements as well as different species, are simply added for the calculation of 
the combined distribution. . Therefore, the generating function of the overall distribution of the 
number of photon counts can be expressed in a closed form: 

G(^ 2 ) = exp[(^ -1)V + G 2 -l)A 2 T + ^c,. Ke^-M^fe-o^D (2?) 

^ _ _ _ ■ _ < . _ \ _ ■ 

In this formula, a contribution from background count rates, Xi by detector 1 and X 2 by 
detector 2, as well as contributions from different fluorescent species, denoted by the subscript 
/, have been integrated. Numeric integration according to Eq. 27 followed by a fast Fourier 
transform is a very efficient means for calculation of the theoretical distribution P(ra l5 « 2 ) 
corresponding to a given sample (i.e.. given concentrations and specific brightness values of 
fluorescent species). 

The spatial brightness function is accounted through the spatial integration on the right side of 
Eq. 27. The three-dimensional integration can be reduced to a one-dimensional one by 
replacing three-dimensional coordinates r by a one-dimensional variable, a monotonic 
function of the spatial brightness B(r). A convenient choice of the variable is 
x = ln[B(0) I i?(r)]. A sufficiently flexible model of the spatial brightness profile is presented 
by the following expression: 

— -ccx^Q + ^x + a^ 2 ). . (28) 



In the interval of obtained count numbers, the probability to obtain a particular pair of count 
numbers usually varies by many orders of magnitude. Consequently, the variance of a data 
point of a histogram has also a strong dependence on the count numbers. To determine 
weights for least squares fitting, for simplification it is assumed that coordinates of particles in 
all counting intervals are randomly selected. (This means one ignores correlations of the 
coordinates in consecutive counting intervals.) Under this assumption, one has a problem of 
distributing M events over choices of different pairs of count numbers »i, m, each particular 
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outcome having a given probability of realization, P(n u n 2 ). Covariance matrix elements of the 
histogram can be expressed as follows: 



_ where M is the. number of counting intervals per experiment. - — 

The covariance matrix of Eq. 29 is singular. As the weight matrix, we are justified to use its 
"weak inverse" diagonal matrix expressed as follows: 

M 

■"^-iW (30) 

In general, a linearized least squares fitting algorithm returns not only values of estimated 
parameters, but also their covariance matrix, provided weights have been meaningfully set. In 
addition to "theoretical" errors corresponding to the assumption of uncorrected measurements 
(Eq. (30)), in some cases statistical errors have been determined empirically, making a series 
of about 100 2D-FIDA experiments at identical conditions. As a rule, empirical errors are 
higher than theoretical ones by a factor of three to four. The main reason of underestimation of 
theoretical errors is most likely the assumption of uncorrelated measurements. 

Even though the assumption of uncorrelated measurements yields underestimated error 
values, it is a very useful theoretical approximation, allowing to compare accuracy of analysis 
under different experimental conditions as well as different methods of analysis. Also, this 
approximation provides an easy method of data simulation which is a useful tool in general. A 
simple and very fast method of data simulation is calculation of the expected event number as 
a function of photon count numbers and addition of random Poisson noise to each event 
number independently. 

In Table 2 theoretical errors of one-dimensional and two-dimensional fluorescence intensity 
distribution analysis according to the present invention are presented in two selected cases of 
two fluorescent species. In both cases the ratio of specific brightness values of the two species 
is three. In the case of 2D-FIDA, it is assumed that spectral sensitivities of the two detectors 
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are tuned to different species. In both cases data collection time of 10 s, time window of 40 us 
and background count rate of .1 kHz are assumed. Note that the statistical errors of the 
estimated parameters are significantly lower in the 2D-FEDA example. 



Table 2 



lviciuuu raTdmeter specmcauon 


Parameter value (selected) 


Percent error 


ID-FTOA -r.V- — — — 


U.D . 


6.6 


(according coV 


0.5 


.4.9 


to the qi 


60 kHz - 


2,2 


invention) q2 . 


20kHz 


10.2 


2D-FIDA , ciV . 


0.5 


1.1 
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20 kHz 


1.2 '" 
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The two-dimensional fluorescent intensity distribution analysis according to the present 
invention is in the following compared to a 2-dimensional generalization of the prior art 
moment analysis. 

Factorial moments 'of the distribution P{nx,ni) are defined as 

^- ^JSL-t/ ^- (3,) 

Factorial moments are related to factorial cumulants 
:.■ ' - ^=F kl -HC-- x C , j K k _ u _ J F ir : (32) 

■ ■ iJ 

i+j>0 ; . 
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C denotes binomial coefficients. Cumulants can be expressed through concentrations and 
specific brightness values by a simple relation 

= X^'Zcrf^ (33) 

If the unit of 5 is selected by the equation Xi = Xz > X\ has the meaning of the sample volume, 
denoted by V, and Eq. 33 can be written as 

■r k+ iK kl =Y,(cy){q v T) k (q 2i T) 1 . ' (34) 

where y denotes a series of constants characterizing the brightness profile: 



f-- ■ (35). 

Am 



The. principle of moment analysis is to determine values of a few cumulants from an 
experiment and solve a system of Eqs. 33 in respect to unknown concentrations and brightness 
values. • 

In Table 3 statistical errors of 2D-FIDA (present invention) and 2D-MAFID (a generalization 
of the prior art in which an one-dimensional moment analysis of fluorescence intensity 
distribution analysis has been described) are presented determined by generating a series of 30 
random histograms of count numbers, simulated for identical "samples", thereafter applying 
2D-FIDA and 2D-MAFH), and determining the variance of estimated parameters in both 
cases. Note a tendency that the advantages of 2D-FTDA compared to 2D-MAFID increase 
with the number of parameters to be estimated. 
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Table 3 



Data Number Number of - Specifica- 


Specifi- 


True 


Percent 




collec- of estimated tinn nf 


wallUll KJL 


VdlUCo 


error 01 


error of 


, tion species parameters cumulants 


LSCU. CUl XKf 




FTDA 


mat id 


time, s, used in 


ters . 








MAFID 










2 - 1 • 3 Km 


\s V 




.1-1 . 

1.1 


— 1:J3 

1 .J 




n, 

4A 




1 9 


1 

1 .J 


Km 


4B 


40 kHz 

iv XVJ. JL^j 


1 ^ 
1 .j 


1 .u 


10 2 4 Km 


CiV 


W.J 


.1.1 


9 'n 
Z.J 


K-io 


^2 » 


ft s 

U.J 


in 
1 .u 




K02 


4A1 


OU JKJC1Z 


n 7n 
u. /u 


10 

l.Z 


JS-20 


1A2 




{irxeo. j 


(iixea) 




PtBl 


/in m 7 

tU KrlZ 


11 


D. 1 




1B2 


OA 


(irxeci j 


(iixeaj 


10 3 5 Koi 


Ci V 


0 2 


9 ft 


94 


Iv T A 


ClV 


0 2 


19 


19 


Jv02 


CiV 

V3 v 




16 
1.0 


i.y 


Kn 


MAI • 


40 kHz 


14 


18 
1.0 


K-20 


QA2 


9fl VH 7 
ZU KiTZ 


^irxeuj 


(iixeci) . 




PlA3 


: OU KtlZ 


(tixeci) 


(lixea) 




4Bl 


1U KrlZ 


0.0 


y.u 




°iB2 


on Kriz 


(irxecij 


(nxed) 




qB3 


/u Kriz 


(iixeu ) 


(lixea _) 


10 2 6 Km 
i \j \j 1m)1 ' 


Ci V 


U.J 


11 
1.1 


/i 1 

, 4.J 


Kjo : 


C 2 V 


0.5 


1.0 


5.0 


K02 


qAi 


60 kHz 


0.70 


1.4 


; Kn 


qA2 


20 kHz 


1.3 


4.5 


K20 


qBi 


40kHz 


0.90 


2.9 


K21 


qB2' 


80 kHz 


0.55 


1.5 


Error values are calculated from the scattered results of analysis 


applied to 


a series of 



simulated data. 



WO 00/66985 PCT/EPOO/03890 

20 

In Table 4 the relative deviation of mean values (i.e, bias) of estimated parameters are 
presented for 2D-FIDA (present invention) and 2D-MAFID (a generalization of prior art). In 
each case bias is determined from analysis of a series of thirty simulated random histograms 
of count numbers. Three cases were analyzed. In the first case, models used in data 
simulations and data analysis were identical. In the second case, the histograms of count 
numbers were simulated assuming that particles of the second species are not equivalent but 
being-distributed -by- their-individual brightness with a relative half- width of 20 percent. This 
phenomenon was intentionally ignored in analysis, however. Of course, applying a slightly 
inadequate model for analysis produces bias of estimated parameters. The third case is similar 
to the second one except the relative half- width of the individual brightness distribution of the 
second species is 50 percent, which is a usual value for vesicular preparations. It is worth 
noting that methodological deviations are noticeable when mapping weighted residuals of 2D- 
FIDA in cases two and three, but 2D-FIDA still returns meaningful results. This is a general 
property: 2D-FIDA which directly fits the original data requires a less exact model than 2D- 
MAFID which is a method fitting a mathematical transform of the original data. 

Table 4 
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According to the present invention, confocal techniques are particularly suited to monitor the 
fluctuating intensity of fluorescence. They may be applied to a wide field of applications, such 
as biomedicine, diagnostics, high through-put drug screening, sorting processes such as 
sorting of particles like beads," vesicles, cells, bacteria, viruses etc. The conjugate focal 
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(confocal) technique is based on using a point source of light sharply focused to a diffraction- 
limited spot on the sample. The emitted light is viewed through a spatial filter (pinhole) that 
isolates the viewing area to that exactly coincident with the illuminating spot. Thus, the 
illumination and detection apertures are optically conjugated with each other. Light 
originating from focal planes other than that of the objective lens is rejected, which effectively 
provides a very small depth of field. Therefore, in a particular preferred embodiment of the 
present invention, in step a) a confocal microscope is used for monitoring" the intensity of 
fluorescence. In order to achieve a high signal-to-noise ratio, it is useful to monitor the 
intensity of fluorescence using an apparatus that comprises: a radiation source (12) for 
providing excitation radiation (14), an objective (22) for focussing the excitation radiation 
(14). into a measurement volume (26), a detector (42) for detecting emission radiation (30) that 
stems from the measurement volume (26), and an opaque means (44) positioned in the 
pathway (32) of the emission radiation (30) or excitation radiation (14) for erasing the central 
part of the emission radiation (30) or excitation radiation (14). It might be particularly 
preferred to use an optical set-up described in detail in Figure 9. 

BRIEF DESCRIPTION OF FIGURES 

Figure 1 shows a count number histogram obtained for a solution of the dye 
tetramethylrhodamine (a) and residual curves corresponding to different fitting procedures 
(b). 

Figure 2 shows simulated histograms of the number of counts for a case which models a 
binding reaction of a labeled ligand to vesicles. 

Figure 3 illustrates theoretical errors of the estimated parameters c and q of a solution of 
single species, depending on the value of q. 

Figure 4 illustrates theoretical errors of the . estimated parameters c and q of a solution of 
single species, depending on the value of c. 

Figure 5 illustrates theoretical errors of the estimated parameters of c and q of a solution of 
single species, depending on the value of T, 
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Figure 6 illustrates theoretical errors of the estimated parameters c and q of a mixture of two 
species, depending on the value of T. 

Figure 7 illustrates theoretical errors of the estimated parameters c and q of a mixture of two 
species, depending on the ratio of q2 to qi. 

Figure 8 illustrates theoretical errors of the estimated parameters c and q of a mixture of two 
species, depending on concentrations. 

Figure 9 illustrates an apparatus adapted for use in performing the method according to the 
present invention. 

In Figure 10A, the calculated photon count number distributions, P(n), for cases having 
identical mean count number n but differing by the composition of the sample are plotted. 

Figure 10 B is a graph of the histograms of the number of photon counts of pure solutions of 
rhodamine 6G (Rh6G) and tetramethylrhodamine (TMR), as well as a mixture of these two 
dyes. 

The exemplary residuals for Rh6G are shown in Figure 10 C. 

Figure 10 D shows the results of an ITR analysis (inverse transformation with the help of 
linear regularization and constraining concentrations to non-negative values) applied to the 
curves of Figure 10 B. ; 

Figure 11 shows an ITR analysis of hybridized (A-C) and restriction enzyme cleaved (D, E) 
labeled oligonucleotides. The curves result from a set of 20 individual 10 s measurements 
which show variations among each other of less than 10%. 

Figure 12 illustrates hybridization and restriction enzyme cleavage of different combinations 
of labeled and unlabeled oligonucleotides. 
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Figure 13 is a graphical presentation of a joint mstogram of the number of photon counts 
measured for a solution of TAMRA. 

Figure 14 is a graphical presentation of weighted residuals of a joint histogram of count 
numbers obtained from a mixture of TAMRA (5'-(6'-carboxytetramethylrhodainine) and 
RJRX (rhodamine red X). 



Figure 15 illustrates joint histograms of the numbers of photon counts for the "parallel" and 
"perpendicular" polarization components of fluorescence measured for equal theophylline 
concentration of 2 nM, but different antibody concentrations. 

Figure 16 illustrates the results of 2D-FIDA applied to data from samples of equal 
theophylline concentration, but different antibody concentration. 

Figure 17 illustrates the principle of a two-color 2D-FEDA experiment with multiple binding 
sites per vesicle. 

Figure 18 illustrates joint histograms of the numbers of photon counts in "green" and "red" 
measured in conditions of low (A) and high '(B) degree of binding of SMS-14 (somatostatin- 
14) to SSTR-2 (human type-2 high-affinity somatostatin receptor). 

Figure 19 shows the competition curve of the binding reaction of SMS-14 to SSTR-2. 

Figure 20 illustrates an embodiment in which numbers of photon counts {nj} subject to 
determination of a histogram P(n) in step b) are derived from numbers of photon counts in 
primary time intervals {Nj} by summing up numbers of photon counts from primary time 
intervals according to a predetermined rule. 

Figure 21 illustrates a further embodiment in which numbers of photon counts {n;} are 
derived from predetermined primary time intervals according to a rule in which primary time 
intervals are separated by a time delay. 
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Figure 22 shows a schematic diagram oi Dinaing of a fluorescently-labelled molecule to 
receptor-bearing vesicles as observed utilizing the present invention. 

Figure 23 illustrates the ligand binding characteristics of TMR-EGF to membranes prepared 
from A431 cells. 

_ Figure 24 shows the binding of TMR-EGF to membranes prepared from HGT cells..- 

Figure 25 illustrates the pharmacological profile of the EGF receptor. 

Figure 26 illustrates the ligand binding characteristics of Bodipy FL-CGP 1 2 1 77. 

Figure 27 shows the inhibition of Bodipy FL-CGP 12177 binding in 40 ul and 1 ul assay 
volumes. 

Figure 28 illustrates the count number histograms of a 0.8 nM Cy5 solution recorded at 
different time windows T. 

Figure 29 shows the fitting results of simulated data for a mixture of 3 components. The 
simulated brightness (in kHz) and diffusion time (in us) values for the components are: (30 
kHz, 192 u.s); (120 kHz, 192 us); (120 kHz, 64 us). The contributions to the total intensity are 
10.8, 20.4, and 14.4, respectively. The graph presents the results of FIMDA from 20 
independent realizations of simulations, each corresponding to an experiment of 60 s duration. 

Figure 30 illustrates the binding of pTyr-Val-Asn-Val-Lys(Cy5) to SH2. The solid curve 
results from a hyperbolic fit, yielding a binding constant of K D = 1 .68 ± 0.27 uM. 

Figure 31 illustrates the measurement of the binding constant (Kd) of monoclonal antibody 
exposed on the surface of the theophylline-specific hybridoma cell line HB-8 152. 

Figure 32 illustrates the IC 5 o measurement of the specific binding of theophylline-TAMRA to 
monoclonal antibody exposed on the surface of hybridoma cell line HB-8 152. 
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Figure 33 illustrates the measurement of the affinity constant of soluble monoclonal antibody 
purified from the culture medium of theophylline-specific hybridoma cell line HB-8152. 

DETAILED DESCRIPTION OF FIGURES 
Figure 1 

Reference is now made to Figure 1 which shows a count number histogram obtained for a 
solution of the dye tetramethylrhodamine (a) and three residuals curves corresponding to the 
best fit obtained with Eqs (36), (37), and (38) below (b). The concentration of the aqueous 
tetramethylrhodamine solution was about 10" 9 M. Primary time intervals were 40 us. The data 
collection time was 60 s. This 1D-FIDA experiment illustrates the importance of using a 
sufficiently flexible model of the brightness profile. This is important in 2D-FIDA, FIMDA 
and FACID as well. 

The most widely used spatial profile model in FCS is the three-dimensional Gaussian profile 
with a single parameter of shape, the axial dimension ratio in longitudinal and radial 
directions. Residuals curve with open circles illustrates the fit quality obtainable with the 
Gaussian profile. There are large systematic deviations in residuals. What is a sufficiently 
flexible model for fitting FCS data has turned out to be a rather inflexible and inadequate 
model for FIDA. 

A model of the sample profile which has yielded a better fit of the histogram P(n) is 
Gaussian-Lorentzian (open squares), but this model still lacks flexibility. According to Eq. 
(8), a certain function of the spatial brightness B is integrated over the volume. In other words, 
it is a relationship between B and V, characterizing a given spatial brightness profile in FIDA. 
For example, the Gaussian profile yields the relationship 

dV n 

~dx~ cc ^ x > (36) 



where x = - In 5. The Gauss-Lorentzian profile yields the relationship 
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(37) 

Both of the relationships axe rather inflexible, i.e., they do not provide any spatial shape 
parameters to adjust the theoretically calculated distribution to fit the measured data. 

„ When looking for sufficiently flexible models to fit experimental data, it might be- useful "to 
apply the following relationship: 

— ocx-(l + fl,x + fl 2 x ). (38) 

There is a formal rather than a physical model behind Eq. (38). The fit quality obtainable with 
Eq. (38) is illustrated by the filled squares curve. 

Figure 2 

Referring now to Figure 2, simulated histograms of the number of counts are shown for a 
case which models a binding reaction of a labeled ligand to vesicles. Primary time intervals 
were 40 us, values of the spatial parameters of Eq. (38) a x = -0.4; a 2 = 0.08, background count 
rate & - 1.0 kHz, data collection time 4 s. Curve „ligand" corresponds to a species of c = 6.0; 
q = 6.0 kHz/particle; cr q = 0. Curve „vesicles" corresponds to a species of c = 0.05; q~ = 300.0 
kHz/particle; a q = 150.0. Curve „mixture" corresponds to their mixture. Concentrations and 
specific brightness values have been selected to model a characteristic situation in drug 
screening. Applying 1D-FIDA, fitting of curve (c) returns the values of the five parameters 
characterizing the given „sample" with statistical errors which are mostly between 3.5 and 6 
percent, except the error of a q of vesicles which is 13 percent. If, however, cr q of vesicles is 
fixed in fitting, all the statistical errors are below 4 percent. 

For the fastest data simulation algorithm, one may calculate the expected distribution and 
generate a random Poisson number of events for each value of n independently. Generation 
of a random Poisson number is the following: For a given expected value of events E, a 
simulated number of events S is determined from a routinely generated number R between 0.0 
and 1.0 through inequations 
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2_ J Poisson(i;E)<R<Y J Poisson(i;E). 

•/=) . ,=) 

As a . cosmetic error, the total number of events J^Sty) may slightly deviate from'the pre- 

n 

given number M. A slower but a straightforward data simulation algorithm is the generation of 
a random configuration of particles in volume elements contributing to fluorescence, the 
calculation of the classical light intensity corresponding to the given configuration of particles, 
and the generation of a random Poisson number corresponding to this intensity, as a simulated 
number of photon counts. This procedure is repeated M times to obtain a simulated count 
number histogram. 

Figures 3 to 8 

Figures 3 to 8 illustrate theoretical errors of ID-FED A. 
Figure 3 

Reference is now made to Figure 3 which illustrates the theoretical errors of the estimated 
parameters c and q of a solution of single species, depending on the value of q. The following 
values of experimental parameters were selected: 4 c = 1.0; T= 20 us; a\ = -0.4; a 2 = 0.08; b = 
1 .0 kHz; data collection time 2 s. 

Figure 4 

Figure 4 illustrates the theoretical errors of the estimated parameters c and q of a solution of 
single species, depending on the value of c. The following values of experimental parameters 
were selected: q = 60 kHz/particle; 7 ' = 20 us; a x = -0.4; a 2 = 0.08; b = 1.0 kHz; data 
collection time 2 s. 

Figure 5 

Referring now to Figure 5, theoretical errors of the estimated parameters c and q of a solution 
of single species are shown, depending on the value of T. The following values of 
experimental parameters were selected: c = 1.0; q = 30.0 kHz/particle (upper graphs); q = 60.0 
kHz/particle (lower graphs); a { = -0.4; a 2 = 0.08; 6= 1.0 kHz; data collection time 2 s. 
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Figure 6 

Figure 6 illustrates the theoretical errors of the estimated parameters c and q of a mixture of 
two species, depending on the value of T. The following values of experimental parameters 
were selected: c{ = 0.1; c 2 = 2.0; q x = 200.0 kHz/particle; q 2 = 10.0 kHz/particle; a x = -0.4; a 2 
_ -. 0.08; b =1.0 kHz; data collection, time 10 : Sr Note that-the -optimal value of T for the~ 
determination of the parameters of the brighter species is lower than that of the darker species. 

Figure 7 

Reference is now made to Figure 7 which illustrates the theoretical errors of the estimated 
parameters c and q of a mixture of two species, depending on the ratio of q 2 to q h The 
following values of experimental parameters were selected: q x = 50.0 kHz/particle; c x = c 2 = 
0.5; a x = -0.4; a 2 = 0.08; b = 1.0 kHz; data collection time 40 s. 

Figure 8 

Figure 8 illustrates the theoretical errors of the estimated parameters c and q of a mixture of 
two species, depending on concentrations. The concentrations were changed synchronously, c x 
= c 2 . The following values of experimental parameters were selected: q x = 75.0 kHz/particle; 
q 2 = 25.0 kHz/particle; a x = -0.4; a 2 = 0.08; b=1.0 kHz; data collection time 60 s Note that 
an optimal concentration exists at about one particle per sample volume. This is generally 
true, except if less than three parameters are. to be determined. 

Figure 9 

Reference is now made to Figure 9 which shows one embodiment of an apparatus adapted for 
use in performing the method according to the present invention. Apparatus 10 comprises a 
laser 12 which serves as a light source for illuminating the sample by a bundle of coherent, 
monochromatic excitation radiation 14. Excitation radiation 14 is paralleled by a lens 16 and 
reaches a dichroic mirror 20. Preferably, the angle between the optical axes 18 and the 
dichroic mirror 20 is 45°. The dichroic mirror 20 reflects the excitation radiation 14 in 
direction of an objective lens 22 having its focus 24 within a sample volume 26. Sample 
volume 26 and objective lens 22 are preferably separated from each other by a transparent 
cover glass 28, e. g. by the bottom of a commercially available micro-titer plate which houses 
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the sample. The sample preferably includes iiuorescently labelled molecules or other particles. 
Due to excitation by an appropriate excitation radiation 14, the molecules or other particles 
present in the sample emit radiation 30. Emission radiation 30 passes the objective lens 22 and 
reaches the dichroic . mirror 20 which is transparent for emission radiation 30. Thereafter, 
emission radiation passes a filter 34 and a collimator lens 36 on the optical axes 32. A pinhole 
38 is situated in the focus of collimator lens 36. Emission radiation 30 passing the pinhole 38 
reaches. a further lens -40 and, thereafter, is detected by the photo-detector 42. Within the 
pathway of emission radiation 30, in particular between dichroic mirror 20 and photo-detector 
42, an opaque means 44 is provided through which a central part of the emission radiation 30 
cannot pass. This central part of the emission radiation 30 stems from areas on the optical 
axes 32 in front of or behind the focus 24 of the excitation radiation 14. Only emission 
radiation 30 that stems from the focus 24 or its direct neighbourhood passes the pinhole 38 
and reaches photo-detector 42. Instead of placing an opaque means 44 within the pathway of 
emission radiation 30, the pathway of excitation radiation 14 is also suitable for positioning an 
opaque means 44. In particular, an opaque means 44 can be positioned between laser 12 and 
dichroic mirror 20. Use of an opaque means 44 as described in detail herein improves the 
signal-to-noise ratio. 

Figure 10 

In Figure 10A, the calculated photon count number distributions, P(ri), for five cases of equal 
mean count rate,. n = 1.0 are shown. The open symbols correspond to solutions of single 
species, but with different values of the mean count number per particle qT . The solid line is 
calculated for a mixture of two species, one with gT = 0.5 and the other with gT = S.0. 
Obviously, the curves differ from each other considerably. The important point is that 1D- 
FIDA according to the present invention can unambiguously separate the contributions of the 
individual species. 

Reference is now made to Figure 10 B which illustrates the distributions of the number of 
photon counts of pure solutions of two different dyes, 0.5 nM rhodamine 6G (Rh6G) and 1.5 
nM tetramethylrhodamine (TMR), as well as a mixture of the two (0.8 nM TMR, 0.1 nM 
Rh6G). The main equipment is a confocal microscope (ConfoCor®; EVOTEC BioSystems 
and Carl Zeiss, Germany) routinely used for fluorescence correlation studies. An attenuated 
(to about 800 u.W) beam from an argon ion laser, wavelength 514.5 nm, is focussed to a spot 
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of approximately 0.5 urn radius, which is twice the size of a spot in usual FCS experiments, 
and results in a diffusion time of approximately 200 us for rhodamine 6G. The excitation 
intensity has generally been kept lower than or equal to a level characterized by about 15 
percent amplitude of the triplet term of the auto-correlation function. Fluorescence emission is 
detected through a pinhole on the focal plane of the microscope using an avalanche 
photodiode detector SPCM-AQ 131 (EG&G). The histograms of the number of photon counts 
were measured at T = 40 us dwell time. Data collection time was 50 s. These histograms serve 
as input data for 1D-FIDA. The results of a multi-componentfit analysis are given in Table 5 
below with % 2 values calculated according: 



x 2 = 



n P -n fu 



(39) 



where . n p is the length of the measured histogram P(n), and n fil is the number of fit 
parameters. In said multi-component analysis one fits the measured histogram of the number 
of photon counts, assuming a certain number of fluorescent species, and estimates unknown 
concentration and specific brightness values. ' 



Table 5 



Sample 


°2 


#3 , 


c 


q (kHz) 


x 2 


Rh6G 


-0.380+0.009 


0.077 +0.003 


0.461+0.003 


107.2 ±0.8 


0.97 


TMR 


-0.427+0.032 


0.084 ±0.014 


1.517+0.012 


36.56 ±0.29 


0.81 


Mixture 


-0.380 (fixed) 


0.077 (fixed) . 


0.103 ±0.012 
0.738 ±0.011 


109.1+4.0 
37.4+1.0 


0.77 



In all cases, the background count rate was fixed to the value of 1.05 kHz, as measured with 
de-ionized water. a 2 and a 3 are pre-normalization values when a x is fixed to 1.0. The 
theoretical statistical errors in Table 5 correspond to theoretical weights: 



W„ = 



N 



w 4" 



(40) 



This formula is derived under a simple assumption of N independent measurements of the 
number of photon counts. In reality, consecutive measurements are correlated, therefore the 
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errors of estimated parameters returned by the fitting algorithm underestimate real statistical 
errors. We have empirically determined from a separate series of 30 to 200 measurements that 
these statistical errors are greater than theoretical ones by a factor of about three. 

The exemplary residuals for Rh6G are shown in Figure 10 C. 

Most often, ID-FID A is used assuming a given number of fluorescent. species and finding the ' 
best fit between the measured and theoretical distributions under this assumption. However, 
1D-FIDA can also be applied assuming a continuous distribution of specific brightness of the 
fluorescent particles. This method is known in general as inverse transform with 
regularizations (ITR). The results of ITR analysis in 1D-FIDA are shown in Figure 10 D 
. expressing the distribution of the number of particles as a function of their specific brightness. 
Such ITR analysis realized with the help of linear regularization and constraining 
concentrations to non-negative values. ITR is a valuable tool especially for samples from 
which either no a priori information about the sample composition is given or where the 
sample composition is heterogeneous. The dashed lines correspond to the solutions of the 
single dyes (Rh6G and TMR) and the solid line to their mixture. The ordinates give the mean 
number of particles within the confocal volume element (left: single dyes; right: mixture). For 
equipment details see description of Figure 10B. The ideal outcome would be single 8 -peaks 
for the solutions of single species and two 8 -peaks for the mixture. In reality, the width of the 
ITR output spectral peaks is determined not only by the true width of the distribution of 
specific brightness values but also by the accuracy of input data and the particular realization 
of the linear regularization: simply, if a broad spectrum, fits experimental data as well as a 
narrow one then ITR prefers the broad one. 

Figure 11 

As a further example, 1D-FIDA according to the present invention has been applied to study 
the hybridization of 5K6-carboxytetramemykhodarmne (TAMRA))-labeled 40mers with 
either labeled or non-labeled complementary oligonucleotides and the subsequent symmetrical 
cleavage of the DNA hybrid by the restriction endonucleases Hind III and Kphl. The specific 
oligonucleotides used in this study were 

TAMF^-AAGAAGGGGTACCTTTGGATAAAAG 
Oligo A) and 
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TAMRA-ACGGGAAAAGCTTCTCTTTTATCCAAAGGTACCCCTTCTT(5'-TAMRA- 
OligoB). 

They were purchased in HPLC pure quality from Applied Biosystems (Weiterstadt, Germany). 
All measurements were carried out on the above described FCS reader at excitation/emission 
wavelengths of 543/580 nm using a 4 mW helium/neon laser (Uniphase) attenuated to 
approximately 300 uW. The water background was found to be below 800 Hz. For the 
measurements, sample aliquots were diluted to 1 nM and 20 ul were assayed in a 8-well 
chambered coverglass (Nalge Nunc) at room temperature. The hybridization reaction was 
performed in 70% formamide containing lOmM Tris/HCl buffer (pH 8.0), ImM EDTA, 
0.2mM NaCl and an oligonucleotide concentration of 0.5uM. Denaturation was at 95°C for 2 
min and subsequent hybridization was at 55-60°C for 40 min in accordance with the 
optimized temperature Tx which is 10-15 degrees below the melting point Tm (Heating block, 
Techne). Tm was calculated as follows: Tm = 81.5 +16.6 (logl0[Na+]) + 0.41 (%G+C) - 
600/N (N = 40; %G+C = 42.5). Restriction digest analyses of the hybrid DNA were performed 
by the restriction enzymes Hind IB. and Kpnl. The restriction site was chosen in order to 
obtain fragments of different size. The cleavage reactions were performed in 3.3mM 
tris/acetate (pH 7.9), 1 mM magnesium acetate, 6.6. mM potassium acetate and O.lmg/ml 
bovine serum albumin at 37°C for lh. The reaction course is characterized by significant 
shifts of the fluorescence intensity per molecule within a range of one order of magnitude 
(Figures 11 A - E). It is important to note that the resulting double product peak corresponds 
to one single hybridization species in which no none-hybridized species are detectable. This 
could be easily demonstrated in hybridization/cleavage experiments using labeled/nonlabeled 
oligonucleotide combinations where signals with different brightness compared with the 
double labeled hybrid have been obtained (Fig. 12 A,B). One explanation for such a double- 
peak structure could be conformational fluctuations resulting from transitions between two 
conformational states. This behavior is described using a three-state model of the 
conformational dynamics with a polar, a nonpolar, and a quenching environment of the label 
(Eggeling et al., Proc. Natl. Acad. Sci. USA 95: 1556 - 1561). From the present data it can be 
concluded that the conformational fluctuations are significantly dependent on the DNA length 
and the number of labels. The small digested DNA fragments exhibit a single brightness and 
the concentration ratio of the educt double peaks shifts toward one component when one-label 
hybrids are studied. As a further result, small fragments show low molecular brightness and 
large fragments correspond to high brightness values (Q 2 « Q 3 , Qj » Q 4 ). 
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Figure 12 

Based on symmetrical cleavage sites for both enzymes DNA fragments of equal size and 
subsequently very similar molecular brightness are to be expected. Figures 12 A and B 
clearly illustrate that such a result has been observed and the theoretical relationship Qi + Q 2 = 
Q 3 + Q 4 is experimentally confirmed. Restriction digest analyses of the hybrid DNA were 
performed with the restriction enzymes Hind HI and Kpn I either-alone or in combination. The 
restriction sites lead to symmetrically cleaved fragments (2x12 mers, 1x16 mer for double 
digest). [•] corresponds to labeled DNA. Q 0 i-o 3 : intensities of DNA hybrids, Qi: intensities of 
cleavage products. The bulk of all the measurements of cleavage products using single and 
doubly labeled DNA structures makes it possible to classify all observed intensities with 
individual structures in a single measurement - a property of the method of the present 
invention which is not possible using any other known analytical method. 

Figures 13 and 14 

Reference is now made to Figures 13 and 14. As the central optical part of the equipment for 
2D-FIDA, a confocal microscope is used, like in FCS spectrometers (Koppel et al., Biophys. 
J. 16: 1315 - 1329, 1976). For excitation of fluorescence, a beam from an Ar or green He-Ne 
laser is attenuated by neutral filters, passes a beam expander and is directed to the microscope 
objective by a dichroic mirror. In a number of experiments with slowly diffusing particles, 
beam scanning in combination with sample scarining is used, as a tool known from laser 
scanning microscopy. Fluorescence is collected by the same objective through the dichroic 
mirror, and is focussed to a confocal pinhole which serves to reject the out-of-focus light. 
Resolution in the longitudinal direction is additionally improved by using a concentrical 
opaque spot closing about a quarter of the aperture in the fluorescence collection path of the 
microscope (see description of Figure 9). The light which passes the pinhole is divided by a 
beamsplitter for detection by two detectors/Depending on the general type of a 2D-FIDA 
experiment, the beamsplitter is either a polarization cube, or a dichroic mirror. In the first 
case, a common spectral band-pass filter is used, while in the case of two-colour FIDA, each 
detector has a different band-pass filter in front of it. The photon counting detectors are silicon 
avalanche photodiode modules SPCM-AQ-131, EG&G Optoelectronics, Canada. The TTL 
pulses from the detectors are counted by a two-channel counter, constructed by EVOTEC 
BioSystems AG (Hamburg, Germany) as a plug-in card of a computer. The count number 
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distributions are calculated during reading aata irom me 32 MB onboard buffer, which itself is 
an online process. By feeding the detector outputs to a correlator, FCS measurements can be 
performed in parallel with FIDA experiments. 

The levels of background count rate for both detectors are determined by a separate 
experiment on bi-distilled water. The main contributor to the non-fluctuating background light 
intensity is Raman scattering from water 1. . . 

The radius of the monitored sample volume can be adjusted by selecting an appropriate 
expansion factor of the original laser beam. The focal beam radius of about 0.6 urn is used 
yielding diffusion times for simple organic dye molecules (e.g., TAMRA) of about 260 us, 
which is considered long compared to the 40 us dwell time of counters, so that the 
approximation of constant molecular brightness during the counting interval is valid. The 
excitation intensity is adjusted as a compromise between a high count rate per molecule and 
low population of the triplet state. The triplet state population was kept at about 15 percent 
level. Higher triplet population values might significantly distort the apparent spatial 
brightness profile. The population of the triplet state was measured with the correlator (ALV- 
5000, ALV, Langen, Germany) during the set-up of a series of experiments. 

For methodological test experiments, two different dyes were selected, carboxytetramethyl- 
rhodamine (TAMRA) and rhodamine red X (RRX). These dyes have different emission 
spectra, as well as different extinction coefficients at the laser wavelength of 543.5 nm. In 
these experiments, a wideband 40/60 beamsplitter was used in front of the detectors. The 
spectral filter of the „red" channel has the center wavelength of 605 nm and FWHM of 50 nm 
while the corresponding figures for the „yellow-green" channel are 575 nm and 30 nm. The 
dyes were diluted in distilled water so that the average number of molecules in the observation 
volume was in the range of 0.5 to 2.0, corresponding to concentrations between 0.23 and 0.92 
nM. 

For each experiment, about 20 p.1 of the sample solution was placed on a coverslip separating 
the sample from the water immersion objective (Zeiss C-Apochromat 40x1.2 W Korr). Each 
histogram was collected for 60 seconds. Each of the dyes was measured separately, but also 
mixtures of the dyes with different concentration ratios were measured. The parameters . 
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describing the spatial brightness profile were determined from an experiment on TAMRA and 
were fixed in subsequent analysis of other samples at values a, = -0.405 and a 2 = 0.0772. 
Mixtures were measured and analyzed in order to see how well the method returns values of 
specific parameters of the two species. 

As an example, Figure 13 visualizes a count number histogram measured for a pure TAMRA 
solution. Values corresponding to the z-axis are the numbers of events for a given pair of 
count numbers n x and n 2 . Fitting of the distribution returns mean number of particles, cV = 
1.139 ±0.005, specific brightness for the „red" channel V = 79.4 ±0.5 kHz, and for the 
„yellow-green" channel g 2 = 50.9 ±0.3 kHz. In Table 6, results of analysis of test experiments 
are presented. Samples have not been specified by concentration values calculated from 
dilution factors of the preparation because adsorption of dye molecules to glass surfaces 
influences real concentrations significantly. Because of the same reason, concentration values 
are not well reproduced from sample to sample; a shift of concentration values from 
realization to realization is also sometimes observable. Specific brightness values are well 
reproduced, however. Values of statistical errors presented are theoretical values 
corresponding to the assumption of uncorrelated measurements, multiplied by three, which is 
an empirical factor. In addition to statistical errors, deviations from sample to sample of a 
modest size are also noticeable. 



Table 6 



Sample 


Realizatio 


Mean number of 


Specific brightness 


Specific brightness 




n number 


molecules per 


in „red", q ls kHz 


in „yellow-green", 






sample volume, cV 




<l2, kHz 


TAMRA 


1 


1.128+0.005 


79.6 ±0.4 


51.3 ±0.3 




2 


1.139 


79.4 


50.9 




3 , 


1.160 


79.4 


50.8 




4 


1.171 


79.0 


50.6 


RRX 


1 


1.892 ±0.009 


48.0 ±0.3 


15.63 ±0.09 




2 


1.859 


48.0 


15.63 




3 


1.850 


47.3 


15.44 




4 


1.811 


47.9 


15.58 


TAMRA and 


1 


0.99 ±0.05 


78.0 ±1.0 


51.8 ±1.1 
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RRX 


1.14 ±0.05 


49.1 ±1.1 


15.0+0.9 


2 


1.01 


76.8 


51.1 




1.08 


49.5 


15.1 


3 


0.99 


77.9 


51.8 




1.03 


49.3 


15.1 


4 


0.97 


76.9 


51.7 


■•- "— - 


1.03 


50:0- • - ••• 


15.5 - 


TAMRAand 1 


0.93 ±0.07 


74.6 ±1.3 


49.6 ±1.5 


RRX, new 


2.51 ±0.07 


47.6 ±0.8 


14.7 ±0.5 


sample 2 


0.98 


75.2 


49.2 . 




2.38 


46.8 


14.2 


3 


0.96 . 


75.0 


49.4 




2.25 


48.0 


14.7 


4 


0.94 


76.1 


' 49.9 




2.16 


47.6 


14.8 



It is worth noting that histograms measured with mixtures are qualitatively different from 
those measured for pure dyes. Figure 14 visualizes weighted residuals of fitting a distribution 
measured with a mixture of TAMRA and RRX. The upper graph corresponds to the adequate 
analysis when two species were assumed to be present; residuals are scattered quite randomly 
and uniformly. The lower graph corresponds to the assumption that only a single species is 
present; there is a significant difference between the measured and the calculated distribution 
in this case, m is the count number obtained by the „red" detector, and n 2 is the count number 
obtained by the „yellow-green" detector. 

Figures 15 and 16 

In traditional fluorescence polarization studies, average intensities of two polarization 
components of fluorescence are directly measured. Fluctuations of the intensities are not of 
direct interest there but are considered rather as a source of statistical errors. Changes in the 
fluorescence polarization values of a sample containing a fluorescently labeled binding partner 
reflect changes in molecular volume and, hence, provide direct information on equilibrium 
binding. Fluorescence polarization measurements can also be performed in real-time, allowing 
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the kinetic analysis of association and dissociation reactions. One of the most widely-used 
fluorescence polarization applications is the competitive immunoassay used for the detection 
of therapeutic and illicit drugs. The method of fluorescence polarization has been used for 
clinical immunoassays for more than a decade. The homogeneous FPIA (fluorescence 
polarization in immunoassays) has well-accepted advantages over conventional heterogeneous 
immunoassays like RIA or ELISA. However, it fails if multi-binding step reactions are to be 
- investigated because the separation of individually polarized species is impossible: "Therefore;" 
ligand binding curves only demonstrate the overall decrease of polarization, meaning the 
mechanistic binding constants cannot be determined. Further limitations are seen in sample 
volume as well as in mass restrictions. * 

With a two-dimensional fluorescence intensity distribution analysis according to the present 
invention, the full content of information usually buried in fluorescence anisotropy can be 
utilized, thereby overcoming the limitations mentioned above. 2D-FIDA directly determines 
two specific quantities per each fluorescence species in one measurement:, the fluorescence 
intensity per molecule and the anisotropy of a given model. Based on this supplementary 
information, the delineation of all participating species and even the quantification of the 
binding behavior is possible. 2D-FDDA anisotropy js .an. ideal tool for the quantitative 
description of systems exhibiting multiple binding steps, aggregation and multimerization 
phenomena. 

In the following, an application of 2D-FEDA in its polarization mode is described, where an 
interaction between theophylline antigen and anti-theophylline antibody was studied. 

Theophylline therapy has been a cornerstone of asthma therapy for several years and, 
therefore, there is a strong demand for assaying and fine-tuning the theophylline level in 
serum. To demonstrate the capabilities of the present invention, the binding of theophylline 
antigens to anti-theophylline antibodies from a polyclonal anti-theophylline serum has been 
investigated. The antigens were labeled with 5'-carboxytetramethylrhodamine (TAMRA) with 
and without an incorporated spacer. In classical FP analysis these conjugates exhibited low 
anisotropy values (0.037 and 0.055 respectively) upon interacting with the antibody. Therefore 
they form a critical basis for illustrating the sensitivity of the present invention. 
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For the binding experiments the stock solutions of antibody and antigens were diluted in a 
PBS buffer with 0.05% Tween 20. After mixing the compounds, the mixture was incubated 
for 30 minutes at room temperature. Matching the spectral properties of the conjugates the 
system was excited at the 543 nm line of a He/Ne laser (Uniphase). As two examples, 
measured joint histograms of photon count numbers and results of 2D-FIDA applied to 
samples at different antibody dilution values but a constant ligand concentration of [Z] = 2nM 
are illustrated by Figures 15 and~16. Antibody concentrations are in arbitrary units referring to^ 
effective dilutions. Water background was below 1 kHz. in each detection channel. 

Figures 17 - 19 

In the two-color fluorescence intensity distribution analysis according to the present invention, 
two detectors are spectrally tuned to monitor fluorescence from two labels of different color. 
In the assay type described below, ligand molecules are labeled in "green". Since each vesicle 
carries a high number of receptors, vesicles in samples with a low binding degree can be 
distinguished from vesicles in samples with high binding degree by a significantly higher 
specific brightness in "green". Vesicles are additionally stained in "red". Specific brightness 
of vesicles in "red" is not altered by binding of ligand molecules,, but staining in "red" is a 
means to increase contrast between free ligand molecules (which are nearly invisible in "red") 
and vesicles (which in the case of extremely low binding may be of nearly the same brightness 
■ in "green" as free ligand molecules). Contributions from the two fluorescent species of a 
single sample to the measured 2-dimensional distribution of the numbers of photon counts are 
very different in this assay type indeed, and therefore the analysis is highly reliable. 

To demonstrate the advantages of a two-dimensional fluorescence intensity distribution 
analysis according to the present invention, the binding of TAMRA-labeled somatostatin- 14 
(SMS14-5TAMRA) to the human type-2 high affinity somatostatin receptor SSTR-2 (P. 
Schoeffter et al., Eur. J. Pharm., 289, 163 - 173, 1995) has been chosen as biological system. 
The receptor was expressed by CCL39hsst2 cells. Vesicles were prepared from this cell line 
and stained by the lipophilic tracer DiC I8 (5). The binding reaction was carried out in 10 mM 
HEPES (pH 7.6), 5 mM MgCl 2 , 0.01% (w/v) fluorosurfactant FC-135, 1.33% DMSO in the 
presence of protease inhibitors. A schematical drawing of the principle of the assay is shown 
in Figure 17. 
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For excitation of fluorescence of the two spectrally distinct labels, the 532 nm line of a 
Neodym:Yag laser attenuated to 250 uW and the 632 nm line of a He-Ne laser attenuated to 
25 (iW were simultaneously used. In order to minimize misalignment of the two laser beams, 
they both passed through a single optical fiber before being focussed by the microscope. Also, 
the collected fluorescence beam passed a single pinhole before being spiitted for the two 
detectors. An optical band-pass filter with the center wavelength 590 nm, FWHM 60 nm, and 
another one with the center wavelength 690 nm, FWHM 40 nm were used in front of the two 
detectors, monitoring fluorescence from the two labels separately. Because vesicles are slowly 
diffusing particles, in this experiment an area of 0,05 mm 2 of each sample was scanned, using 
sinusoidal beam scanning of 25 Hz frequency, 100 um amplitude in one direction, and sample 
scanning of 500 um per 8 s data collection time in the other direction. 

In Figure 18 two typical examples of count number histograms corresponding to a high and a 
low degree of binding are compared. In Figure 18 A, the vesicle bound ligand (SMS 14- 
5TAMRA) was competed off by the addition of a large excess of non fluorescent competitor 
(SRIF-14, SIGMA; 1 uM competitor, 3 nM total ligand). It is clearly visible that the 
histogram obtained in the absence of competitor (Figure 18 B) is more expanded in the n% 
direction than in the presence of competitor. The m direction represents the green 
fluorescence of the labeled ligand and, hence, is a measure for the ligand binding. 

2D-FIDA according to the present invention was applied to each of the measured histograms. 
Using a two-component fit algorithm, both the concentration (particle number in the confocal 
volume) and the fluorescence brightness values for the free ligand and the ligand bound to 
vesicles were obtained. The vesicles are well separated from the free ligand even in the 
presence of competitor (low binding). Addition of competitor leads to a decrease in the green 
fluorescence of the vesicles and an increase in the concentration of free ligand. The fact that 
the ligand does not completely dissociate from the vesicles is due to unspecific binding which 
is dependent on the amount of vesicles used in the assay. 

Next, the competitor has been titrated from 1 uM down to 10 pM (10 measurements each) in 
order to record a dose-response curve and to determine the EC 50 value. As shown in Figure 
19, 2D-FIDA analysis leads to a typical sigmoidal competition curve with very low standard 
deviations. The calculated EC 50 value is 0:87 nM which is in good agreement with EC S0 values 
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obtained using other evaluation methods (data not shown). Thus, it is not only possible to 
differentiate between high and low binding but also small changes in the binding degree can 
be resolved with 2D-FIDA analysis according to the present invention. This is in particular 
important if one aims at the identification of assay inhibitors ("hits") in high throughput 
screening. In summary, 2D-FIDA analysis is a well-suited and highly reliable method for 
vesicle-based binding assays and has already been successfully applied in high throughput 
screening. " " "~ ' ^ ' ~ :~ ' ~ : — ~" 7~ 

Figure 20 

Reference is now made to Figure 20. According to a preferred embodiment, numbers of 
photon counts {n;} subject to determination of a histogram P(n) in step b) are derived from 
numbers of photon counts in primary time intervals {Nj} by addition of numbers of photon 
counts from primary time intervals according to a predetermined rule. One might e.g. be 
interested in choosing numbers of photon counts {nj} subject to determination of a 
distribution function P(n) which are calculated from the numbers of photon counts in 

primary time intervals {Nj} according to the rule n,. = JN^, where Mis an integer number 

expressing how many times the counting time interval in which {n,-} is determined is longer 
than the primary time interval. Line N shows the primary time interval windows. Line n; 
indicates the primary time windows chosen to calculate n,- according to the rule. This rule is 
applied to create a series of histograms with different length of the counting time interval for 
FIMDA. 

Figure 21 

Figure 21 shows a further embodiment in which numbers of photon counts {nj} are derived 
from predetermined primary time intervals according to a rule in which primary time intervals 
are separated by a time delay. In particular, the following rule can be applied: 

M 

n / = X)( n m+a +N A/(l+i)+jt ), where M and L are positive integer numbers, {m} are numbers 

of photon counts subject, to determination of a histogram P(n) , and {Nj} are the numbers of 

photon counts in primary time intervals. This rule is applied to determine different histograms 
for FACTD. 
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Figures 22 - 27 

Reference is now made to figures 22 to 27. 

The study of function and activity of cell surface receptors is central to all disciplines of 
modern biology and pharmacology. Membrane receptors play a key role in communication 
within a multicellular organism since they transduce extracellular signals across the plasma 
membrane into the cell. Two important classes of membrane receptors are growth factor 
receptors and G protein-coupled receptors (GPCR). Growth factor receptors belong to the 
family of receptor tyrosine kinases which play an important role in cell differentiation and 
growth. Receptors belonging to this class include the epidermal growth factor receptor family, 
the neurotrophin receptor family and insulin receptors (Mc Innes C. & Sykes B.D. 
Biopolymers, 43, 339 - 366, 1997; Riese D.J. & Stern D. F., Bioessays 20, 41 - 48, 1998; 
Persson H. & Ibanez C.F., Curr. Opin. Neurol. Neurosurg. 6, 11 - 18, 1993). G protein- 
coupled receptors are a superfamily of integral membrane proteins containing seven cc-helical 
transmembrane domains which mediate transmembrane signal transduction of a variety of 
processes by binding extracellular factors such as neurotransmitters and hormones (Ji et al., J. 
Biol.Chem., 273, 17299 - 17302, 1998; Gether et al., J. Biol. Chem. 273, 17979 - 17982, 
1 998; Wess J., FASEB J. 1 1, 346 - 354, 1997). 

In most cases, receptors are studied biochemically and pharmacologically using radioligand 
binding assays. In these experiments, binding of radioactively labeled ligands to membrane 
fractions or to whole cells is monitored, frequently involving separation of bound and free 
ligand. Using the method according to the present invention, the characterization of 
fluorescently-labeled molecules or particles with respect to their molecular brightness and 
concentration at the single molecule level is possible. In the following it is described how this 
method can be applied to study ligand-receptor interactions. Bound ligand can be 
distinguished from unbound ligand due to the accumulation of fluorescent ligand molecules 
on receptor-bearing vesicles, resulting in an increased particle brightness compared to single 
fluorescent ligand molecules. With fluorescence intensity distribution analysis (FIDA) 
according to the present invention, these differences in molecular brightness can be quantified 
and the absolute concentrations of free and bound ligand are determined in a single 
measurement without the need for separation. Since FIDA takes advantage of a highly focused 
laser beam the detection volume is roughly the size of 1 femtoliter.. The sample volumes can 
be reduced to 1 ul which currently is the practical limit of liquid handling, thus offering 
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significant savings of precious biological material and chemical compounds. The results 
demonstrate that FIDA is an ideal method for receptor-ligand studies offering substantial 
benefits for research and high-throughput pharmaceutical screening: it is widely applicable, 
circumvents the use of hazardous and expensive radioactive probes, overcomes the need for 
washing steps (i.e. the present invention provides a homogeneous assay method) and enables 
significant reduction in reagent consumption. 

Both classes of receptors described above play an important role in a large number of diseases 
such as cancer, neurodegenerative diseases, cardiovascular disorders and AIDS and are thus 
important drug targets. The EGF receptor (EGFR/ErbBl), a 170 kD receptor tyrosine kinase 
and the (32- adrenergic receptor, a G protein-coupled receptor as our model systems. 

The following experimental protocol has been used: 

Materials. Tetramethylrhodamine labelled epidermal growth factor (TMR-EGF), unlabeled 
epidermal growth factor (EGF) and Bodipy FL-CGP 12177 (Bodipy FL: 4,4-difluoro-5,7- 
dimethyl-4-bora-3a,4a-diaza-s-indacene-3-propionic acid; CGP 12177: 4-[3-[(l,l- 
Dimethyle11iyl)aniino]-2-hydroxypropoxy]- 1 ,3-dihydro-2H-benzimidazol-2-one hydro- 
chloride) were purchased from Molecular Probes (Leiden, Netherlands). Human epidermoid 
carcinoma (A431) cells and human colon carcinoma tumor (HCT) cells were obtained from 
the American Type Tissue Culture Collection. Betacellulin and heparin-binding EGF (HB- 
EGF) were purchased from R&D Systems and CGP 121 77A from RBI (Natick, USA). 

Methods. Cell lines and membrane preparations. Wild type human 02 adrenergic receptor 
. cDNA was cloned into the plasmid pcDNA3. The plasmid was transfected into HEK293 cells 
and stable clones were selected as described (Gabilondo A.M., Hegler J., Krasel C, Boivin- 
Jahns V., Hein L., Lohse M. J., Proc. Natl. Acad. Sci. U.S.A., 94, 12285 - 12290, 1997). For 
membrane preparations, approximately 2 x 10 8 cells were resuspended in 2 ml of ice cold 
lysis buffer (10 mM Tris-HCl pH 7.4, 1 mM MgS0 4 , 0.5 mM EDTA containing a protease 
inhibitor cocktail (Complete™ Mini EDTA-free, Roche Molecular Biochemicals). Cells were 
disrupted by Dounce homogenization on ice and unbroken cells arid nuclei were removed by 
centrifugation at 900 x g for 10 min. The supernatants were pooled and centrifuged at 100,000 
x g for 20 min (4°C). Membrane pellets were resuspended in 0.5 ml binding assay buffer and 
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the protein concentration was determined using a Bradford protein assay (Biorad). Membranes 
were frozen in aliquots in liquid nitrogen and stored at -80°C. 

Binding studies. Typical experiments contained 50 to. 500 fig/ml of membrane protein, 
different concentrations of fluorescent ligand and competitor in a final volume of 40 ul (see 
Figure legends for details). EGF receptor (EGFR) binding studies were carried out in 20 mM 
Hepes pH 7.4, 140 mM NaCl, 5 mM KC1, 1.2 mM MgCl 2 , L8 mM CaCl 2 , 0.1% BSA and 
0.1% CHAPS. The binding assay buffer for the p2 adrenergic receptor contained 75 mM 
Tris-HCl pH 7.4, 10 mM MgCl 2 , 2 mM EDTA, 0.05% BSA and 0.1% CHAPS. 
Measurements were carried out in 8 well glass chambers (Nunc). For experiments with sample 
volumes of 1 ul, proprietary liquid dispensing units and high-density sample carriers 
(Nanocarrier) with a total capacity of 1.5 ul per well were used (EVOTEC BioSystems AG). 

Data analysis. A confocal microscope was used (Confocor, EVOTEC BioSystems AG and 
Carl Zeiss Jena, Germany) with an optical set-up described in Kask P., Palo K., Ullmann D..& 
Gall K. (Proc. Natl. Acad. Sci. U.S.A., 96, 13756 - 13761, 1999; the contents of which are 
herein incorporated by reference). The number of photon counts was measured at 40 |j.s dwell 
time with a data collection time of 4 - 8 s per well. Measurements with TMR-EGF were 
carried out at excitation/emission wavelengths of 543/580 nm using a helium/neon laser 
attenuated to approximately 300 uW. Measurements with Bodipy FL-CGP 12177 were carried 
out at excitation/emission wavelengths of 488/520 nm using an Argon + laser attenuated to 
approximately 2 mW. Like FCS, the method according to the present invention relies on the 
random diffusion of fluorescent particles in and put of the confocal volume (Kask P., Palo K., 
Ullmann D. & Gall K., Proc. Natl. Acad. Sci. U.S.A., 96, 13756 - 13761, 1999; Rigler R., J. 
Biotechnol. 41, 177 - 186, 1995). Since the diffusion time of membrane particles is very high 
compared to single molecules such as proteins (mean diffusion time x = 10 -100 ms versus 
approximately 200 jxs - 1 ms for single molecules), advantage was taken of.a two-dimensional 
scanning approach in order to be able to detect sufficiently large numbers of fluorescent 
membraneous vesicles. This is achieved using a laser beam oscillator and a mobile sample 
stage. - 

Assuming the presence of two different fluorescent species within the sample, namely 
fluorescent ligand and vesicles with fluorescent ligand accumulated on their surface, the 
photon count number histogram was fit with the multicomponent fit according to Kask P., 
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. Palo K., Ullmann D. & Gall K.( Proc. Natl. Acad. Sci. U.S.A., 96, 13756 - 13761, 1999; the 
contents of which are herein incorporated by reference) in order to determine molecular 
brightnesses and absolute concentrations of these two components. Concentrations of bound 
and free ligand were deduced from that data. The amount of ligand bound to vesicles is given 
either in concentrations (nM ligand bound) or as fractional binding (ligand bound divided by 
ligand total). Apparent affinities (K[) were calculated from the concentration giving half- 
maximal displacement '(IC 50 to a one-site 

binding model), using the relationship Kj = IC 50 /(1 '+ (ligand concentration / K D )) according to 
Cheng Y. & Prusoff W. H. (Biochem. Pharmacol. 22, 3099 - 3108, 1973). Experimental data 
were analyzed using Prism 3.0 (Graph Pad Prism, San Diego, USA). - 

Fluorescence intensity distribution analysis (FID A) allows the study of molecular interactions 
of fluorescent molecules if a change of particle brightness occurs upon binding. Quantitative 
data describing molecular interactions are obtained since the molecular brightness of each 
fluorescent species in the sample and their respective absolute concentrations are determined. 
Figure 22 shows a schematic diagram of binding of a fluorescently-labeled molecule to 
receptor-bearing vesicles as observed by the method according to the present invention. The 
confocal volume is represented by the central black, square. A: In the absence of membranes, 
the confocal volume contains exclusively free fluorescent ligand molecules. The molecular 
brightness of the fluorescent ligand is an intrinsic property of the fluorophore and the 
molecule it is attached to. B: A brightness distribution obtained for the sample shown in A 
with a typical molecular brightness for free ligand of 7 kHz. C: After the addition of vesicles, 
ligand binding occurs and the confocal volume is populated with both vesicle-bound and free 
ligand. D: Brightness . distribution of sample shown in C. The molecular brightness of 
unbound ligand remains 7 kHz. The molecular brightness of vesicles was 98 kHz in this case 
(14 times the brightness of free ligand, corresponding to 14 ligand molecules bound per 
vesicle) and depends on the receptor expression level. Typically, 10 - 500 ligand molecules 
per vesicle can be found. Note: sizes are not to scale. Thus, although the total fluorescence 
does not change upon binding, both the molar concentration of bound as well as the molar 
concentrations of unbound ligand are quantitatively determined from a single measurement 
without any separation being necessary. 
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The method according to the present invention has been used to characterize the interaction of 
.TMR-labeled EGF with its receptor, the EGF receptor (EGFR/ErbBl). As a source, A431 
cells were used which are known to overexpress EGFR (Mc Culloch et.al., Int. J. Biochem. 
Cell Biol. 30, 1265 - 1278, 1998). Figure 23 shows the ligand binding characteristics of 
TMR-EGF to membranes prepared from A431 cells. Ligand concentrations from 0.25 - 18 
nM were incubated with a crude membrane fraction at a final concentration of 50 ug/ml in a 
total volume of 40 u.1. After an incubation period of 20 min at room temperature, 
measurements were carried out, and free and bound ligand concentrations determined. 
Binding of TMR-labeled EGF to the membranes is saturable and can be competed by an 
excess of unlabelled EGF. Non-specific binding was determined in the presence of 1 (iM 
EGF. The results shown are from a typical experiments, the standard deviation (SD) is shown 
as error bars. The determined dissociation constant (K D ) of 3.1 ±0.2 nM is consistent with 
earlier reports where fiuorescently-labelled EGF was used as a competitor in radio-ligand 
binding assays (Carraway et al. J. Biol. Chem. 266, 8899-8906, 1991). An expression level 
(B m ax) of 60 pmol/mg was observed which corresponds to approximately 6x 10 6 binding sites 
per cell, indicating that the level of expression of EGFR in A431 is upregulated significantly 
as confirmed by earlier reports (Mc Culloch et al., Int. J. Biochem. Cell Biol. 30, 1265-1278, 
1998). 

In order to demonstrate that the method according to the present invention is also applicable to 
biological systems with much lower, more physiological expression levels, human colon 
carcinoma tumor (HCT) cells were used. Figure 24 shows the TMR-EGF binding to 
membranes prepared from HCT cells. Increasing amounts of crude membranes prepared from 
HCT cells were incubated with 2 nM TMR-EGF in the presence and absence of unlabeled 
EGF. Total and non-specific binding was determined by the method according to the present 
invention. Ligand bound is expressed as fractional binding (ligand bound divided by ligand 
total). Membranes prepared from HCT cells bind TMR-EGF, where specific binding was 70 - 
80 % of total binding. The affinity and expression levels were determined in a saturation curve 
as shown for A431 cells in Figure 23 (data not shown). The K D was found to be 3 nM which 
is very similar to the affinity of the EGF receptor in A431 cells (see Figure 23). The B max was 
found to be 400 fmol / mg membrane protein which corresponds to approximately 10,000 - 
20,000 binding sites / cell and is thus more than 100 times lower than in A431 cells. This 
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experiment demonstrates that FIDA can not only be used with receptor-overexpressing cell 
lines but also with receptor densities equivalent to those in their natural environment. 

Since the EGF receptor is part of a family of related receptor tyrosine kinases which bind 
different growth factors (EGFR/ErbB-1, ErbB-2, Erb-B3 and ErbB-4; Riese et al. Bioessays 
20, 41 - 48, 1998) the interaction of TMR-EGF with HCT membranes has been further 
characterized. The number of mammalian' polypeptide "growth factors exhibiting significant 
sequence identity with EGF has increased dramatically in recent years and include betacellulin 
and heparin-binding EGF (HB-EGF). Figure 25 illustrates the pharmacological profile of the 
EGF receptor. The affinity of unlabelled EGF, betacellulin and heparin-binding epidermal 
growth factor (HB-EGF) was determined by competition assays incubating HCT membranes 
with TMR-EGF and the indicated concentrations of competitor. Binding was determined by 
the method according to the present invention and was normalized to that in the absence of 
competitor. The affinities obtained were 0.35 ± 0.12 nM for EGF, 0.23 ± 0.02 nM for 
betacellulin and 1.4 ± 0.3 nM for HB-EGF. 

As a further system, the p2 adrenergic receptor was used since it is a well known model 
system for the large family of G protein-coupled receptors (Kobilka, Annu. Rev. Neurosci. 
1587 - 114, 1992). Fluorescently-labeled CGP 12177, a p2 adrenergic receptor antagonist, 
was chosen as a ligand (Heithier et al., Biochemistry 33, 9126 - 9134, 1994). Figure 26 
illustrates the ligand binding characteristics of Bodipy FL-CGP 12177. Increasing 
concentrations of Bodipy FL-CGP 12177 were incubated with a crude membrane fraction 
derived from HEK 293 cells expressing the human 02 adrenergic receptor. The final 
membrane concentration was 130 ug/ml in a total volume of 40 ul. Non-specific binding was 
determined in the presence of 1 uM propranolol and was subtracted from total binding. The 
results shown are from a typical experiments, standard deviations (SD) are shown as error 
bars. Bodipy FL-CGP 12177 bound to an apparently homogenous population of binding sites. 
Binding of the ligand was statistically best fit using a single site model with a mean affinity of 
0.7 nM, which is similar to the results obtained when using standard filter binding assays 
(Heithier et al., Biochemistry 33, 9126 - 9134, 1994), and a B max of 4 pmol/mg. Competition 
experiments with unlabelled CGP 12177 yielded a Ki of 0.8 nM, indicating that the 
attachment of the fluorescent label does not affect the affinity for the receptor significantly. 
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Figure 27 illustrates the inhibition of Bodipy FL-CGP 12177 binding in 40 ul and 1 ul assay 
volumes. Unlabelled ligand (CGP 121 77A) was used as a competitor at the concentrations 
shown. Binding was normalized to 100% at maximal binding. The binding assay was carried 
out in sample volumes of 40 ul and 1 ul. For experiments involving sample volumes of 1 ul, 
proprietary liquid dispensing units and sample carriers were used (EVOTEC BioSystems AG). 
The affinities obtained for CGP12177 were 0.7 ± 0.1 nM in 40 ul and 0.9 ± OA in 1 ul assay 
volumes. This experiment emphasizes the unique sensitivity of FIDA and poses a large' 
opportunity for a significant reduction of sample volumes and thus of the required biological 
material for high-throughput drug screening. 

Studying ligand-receptor interactions is an important tool for the biological and 
pharmacological characterization, of membrane receptor function. Particularly, G protein- 
coupled receptors are of high interest for pharmaceutical drug discovery programs since 
approximately 30 - 50% of all drugs on the market today are estimated to act on GPCR 
(Gudermann et al. J. Mol. Med. 73, 51 - 63, 1995). Traditionally, the majority of ligand- 
receptor studies are carried out using radioactively-labeled ligands, where bound frOm 
unbound ligand is separated by either filtration or centrifugation. In recent years, scintillation 
proximity assays have found widespread use for receptor-ligand binding studies. Here, 
binding events are detected by the proximity of the radioligand to membranes immobilized on 
a scintillant-containing bead, thus eliminating the need for separation (Hart, Mol. Immunol. 
16, 265 - 267, 1979). However, the disadvantages of these methods are potentially hazardous 
exposure to radioactive compounds, limited shelf half-life of labeled ligands and special 
requirements for handling and disposal of reagents. Therefore, a number of fluorescence- 
based detection methods have been applied to receptor-ligand studies in recent years which 
are based on the detection of total fluorescence (Heithier et al, Biochemistry 33, 9126 - 9134, 
1994; Inglese et al. Biochemistry 37, 2372 - 2377, 1998), fluorescence quenching 7 spectral 
shift (Tairi et al., Biochemistry 37, 15850 - 15864, 1998), fluorescence polarization (Tairi et 
al., Biochemistry 37, 15850 - 15864, 1998) or on the use of laser-scanning imaging (Zuck et 
al. Proc. Natl: Acad. Sci. USA, 1 1 122 - 1 127, 1999). 

Based on the method according to the present invention, fluorescence intensity distribution 
analysis can be used to characterize quantitatively the interaction of ligands with their cognate 
receptors. Since FIDA allows interactions to be studied with single molecule sensitivity, it 
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offers significant advantages over the methods described above. Using EGF and (32 adrenergic 
receptors as model systems it has been shown in the examples above that affinities and 
receptor expression levels can be quantitated in a simple manner. The results demonstrate that 
the pharmacological profiles obtained using FIDA correspond to those obtained by classical . 
radioligand binding assays. It has also been shown that FIDA can be used to study ligand- 
receptor interactions using cells expressing low levels of receptor. This is of particular 
- importance for GPCRs since they are typically found in low density in primary tissues and 
overexpression of functional receptors is often difficult to achieve. Since FIDA allows to 
quantitate the increase in particle brightness upon binding of multiple fluorescent molecules to 
vesicles, no changes of fluorescence parameters such as fluorescence quenching or spectral 
shift are required to occur, making this approach widely applicable. With FIDA, molar 
concentrations of both free and bound ligand are determined in a single measurement thus 
providing an internal control as to how much total ligand is present in each sample. A 
significant advantage of FIDA using a confocal optical set-up is the small volume of 
detection, which is approximately the size of a bacterial cell. Miniaturization of assay volumes 
is a key strategy in modern pharmaceutical drug screening since increasing numbers of 
chemical compounds have to be screened against a growing number of biological targets, 
consumption of biological reagents and of chemical or natural compounds therefore becomes 
a major issue. FIDA and related preferably confocal methods based on the present invention 
are therefore ideally suited for these purposes since the sample volume can be reduced to 1 ul, 
which is the current limit of liquid handling, without compromising the signal-to-noise ratio, 
therefore offering unique sensitivity. 

FIDA has been successfully applied to study a number of different types of G protein-coupled 
receptors in our laboratory. These include chemokine receptors, dopamine receptors and a 
number of peptide receptors. These assay systems include the usage of small labeled 
molecules (agonists or antagonists such as described in this study), peptides and proteins (data 
not shown). In addition, the technology can be successfully applied to measure binding of 
molecules to live cells in a 1 ul format. This opens the exciting opportunity of using primary 
tissues directly in high-throughput screening. In conclusion, FIDA is an ideal method for 
ligand-receptor studies: It offers significant advantages for research, high-throughput 
screening and for pharmacological profiling since it circumvents the. use of radioactive 
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isotopes and of separation steps, is widely applicable and it allows a significant reduction of 
reagent consumption. 

Figures 28-30 

A further example was based on the global analysis of a set of photon count number 
histograms, recorded with multiple widths of counting time intervals simultaneously. The 
counting time intervals can be determined according to the procedure described in Fig. 20. 
This Fluorescence Intensity Multiple Distribution Analysis (FIMDA) distinguishes between 
fluorescent species on the basis of both, the specific molecular brightness and the translational 
diffusion time. The combined information, extracted from a single measurement, increases the 
read-out effectively by one dimension and thus breaks the individual limits of FCS and FID A. 
The method can be widely applied for monitoring molecular interactions including receptors 
and ligands or antibodies and antigens, which are both of great relevance in the life sciences. 

In the following, a modification of the theory of FID A, which is a suitable approximation for 
our experimental purposes, is presented. In FIDA, a convenient representation of a photon 
count number distribution P(n) is its generating function, defined as 

(41) 

The theory of FIDA assumes (i) that molecules are immobile during the counting time 
interval, and (ii) that the light flux from a molecule can be expressed as a product of a spatial 
brightness function B(r) (this is a function of spatial coordinates of the molecule 
characterizing the equipment) and a specific brightness q (characterizing a certain molecule 
species). Under these two assumptions, the distribution of the number of photon counts, 
emitted by molecules from a volume element dV, is double Poissonian and the corresponding 
generating function reads 

R P(n) (^ = cxp[cdv(e^ B ^-l)\, (42) 

where t; is the. complex argument of the generating function, c is the concentration of 
molecules, and T is the width of the counting time interval. This representation is convenient, 
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because contributions from independent sources, like different volume elements or species, 
are combined by multiplication of the contributing generating functions. The generating, 
function of P{n) for a single species is 

^(^-exptcKe^'^-l)^/], (43 ) 

while accounting for multiple species simply yields 

*/>(„) g) = exp£>, J(efc-*' S W - 1) dV] . (44) 

The integral on the right hand side of Eq. 44 is calculated numerically, but instead of the 
three-dimensional integration over spatial coordinates, a one-dimensional integration 
coordinate x = \n[B 0 /B(r)] is introduced. The relationship between the brightness B and the 
coordinate x is therefore B(x) = B 0 e~ x . In FIDA it has been found suitable to express the 

function dVldx, which describes the brightness profile in one-dimensional representation, by 
the formula: 



— = A 0 (x + a ] x 2 +a 2 x 3 ). (45) 

Here ai and a 2 are empirical adjustment parameters granting for a sufficient flexibility to fit 
the measured histograms with high precision. The selection of coefficients A Q and B 0 is 
nothing but the selection of the units of V and B. Usually, they are determined from the 
conditions 

\BdV = \, 
\B 2 dV = \. 

So far, a simple version of the theory of FIDA has been described. For the purposes of 
FMDA, the assumption that molecules are immobile during the counting interval has to be 
abandoned. Surprisingly, Eq. 42 will not be abandoned, as well as the following equations, but 



(46) 
(47) 
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the meaning of some variables will be instead, x is still a variable related to the spatial 
brightness profile, but now it characterizes the path of the molecule rather than its position. B 
is the spatial brightness averaged over the path rather than determined at a fixed position of 
the molecule. V is not the volume in space but dV/dx still expresses the probability that a 
molecule has a given value of x. If the original meaning of c and q would be kept, a theory 
predicting how A 0 , a\ and a 2 depend on the counting time interval T would have to be 
developed. However, another approach has been chosen. The normalization conditions were 
kept (Eqs. 46 and 47). It is even possible to apply a single selection of the values A 0 , a x and a 2 
for a set of different time windows. The consequence of this selection is that in Eqs. 42 - 44 c 
is an apparent concentration (c app ) and q is an apparent brightness (q m ) which both depend on 
the width of the counting time interval T. 

In the following, a theory is presented predicting how c app and q app depend on T. The case of 
single species is studied and the first and the second factorial cumulants of the distribution 
corresponding to Eq. 43 are calculated. The factorial cumulants are defined as 



K„ = 



ln(i?(4))L, (48) 



yielding: 



K 2 =(n(n~l))-(n) 2 =c q 2 T 2 

2 \ v ■.-'/. \ / ^applapp . (50) 



where normalization conditions given by Eqs. 46 and 47 have been used. (Note that Eqs. 49 
and 50 are in total agreement with Qian and Elson's formulae (Biophys. J. 57: 375-380, 1990) 
derived under the assumptions i and ii.) From Eq. 49 one can conclude that 

c app {T)q app {T) = (l), (51) 



where (/) = (n) T /T is the mean count rate, which does not depend on the choice of T. We 
shall proceed by employing the following relationship between the second curnulant of the 
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count number distribution P(n;T) and the autocorrelation function of fluorescence intensity 
G(0 = (J(0)/(0)-(/)\ 



T T 



{n(n-\)) T -(n) T 2 = \dt x \dt 2 G(t 2 -t x ). 



0 0 



(52) 



Introducing the notation 



T = T 



nT)-^- I \dt x \dt 2 G{t 1 -t x \ 

c 1 1 0 0 



(53) 



from Eqs. 52 and 50 is derived 



c app (T)q app \T) = cg 2 T(T). 



(54) 



From Eqs. 51*and 54 one gets 



Q app (T) = gT(T), 



c app (T) = 



r(T) 



(55) 
(56) 



As the concluding step, expressions of G(t) from FCS were substituted into Eq. 43. If a 
Gaussian brightness function is applied and triplet trapping is ignored (Aragon and Pecora, J. 
Chem. Phys. 64: 1791-1803, 1976) then > 



1 + - 



D\t\ 



\ °r J 



V °z .. J 



(57) 



denoting cr r as the radial and cr z as the longitudinal distance, where the Gaussian profile has 
dropped e m times. The integrals in Eq. 53 yield 
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r (V (0 = 



4 



j3(l + 0artanh 



Ul-PiJl + pt-1) 



-^P Zr P(^|^+Jt-l) , (58) 



p + Jl + pt-1 



J 



where t = DTI a r 2 and /? = a/ /o\ 2 . For reasons explained below it is useful to calculate 
the first order terms in Eq. 58: 



DT 2 

r diff (T)= i+^f -V 



i 

— +0(D 2 ). 
CT « J. 



(59) 



However, from theoretical considerations as well as from measurements it is known that 
simple physical models like Gaussian or else Gaussian-Lorentzian do not exactly represent the 
actual brightness profile (Kask et al., Proc. Natl. Acad. Sci. USA, 96, 13746-13761, 1999). 
Therefore, Eq. 59 has been modified and a fitting parameter a has been introduced, that 
preserves the first order terms in Eq. 59: 



a = 2/3, but rather a was chosen to be an empirical parameter, which is determined by the 
fitting procedure. 

Another phenomenon involved is that of intensity fluctuations due to trapping of molecules 
into a triplet excited state (Widengren et al., J. Phys. Chem. 99:13368-13379, 1995). To 
obtain a good fit, particularly at values of T comparable to the triplet lifetime (which is 
typically 2 jxs), an additional factor is introduced into G(t): 




(60) 



By matching the second order terms the Gaussian brightness profile would correspond to 




(51) 



where k is the singlet to triplet transition rate and x is the triplet lifetime. Eq. 51 yields 
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+ (1 + kt) 



2 



(1 + fCT) 4 



(52) 



Unlike diffusion, that influences only higher cumulants of photon count numbers, triplet 
corrections also shift the first cumulant by the factor 1 1(1 + kx). "~ ~ ~~ ■■ 



(53) 



c 



T tri JT)(i + KT) 2 



(54) 



After having derived these expressions for c m and q m (including the triplet factor), the data 



simulations and the experiments should verify their validity. 
The following experimental protocol has been used. 

Experimental set-up. The central optical part of a FBVIDA experiment is a confocal 
microscope as it is used in fluorescence correlation spectroscopy (Koppel et al., Biophys. J. 
16:1315-1329, 1976; Rigler et al., Eur. Biophys. J. 22:169-175, 1993a). For the excitation of 
fluorescence, a beam from a continuous wave laser is attenuated to ~800 uW by neutral 
density filters, passes a beam expander, and is directed to the microscope objective by a 
dichroic mirror. Fluorescence is collected by the same objective through the dichroic mirror, a 
spectral band-pass filter, and is focused to a confocal pinhole, which serves to reject the out- 
of-focus light. The light, which passes the pinhole, is detected by a silicon photon counting 
module (SPCM-AQ-131; EG&G Optoelectronics, Vaudreuil, Canada). An electronic counter, 
constructed at EVOTEC as a computer plug-in card, collects the TTL pulses from the detector 
continuously and calculates the count number histograms for all preselected widths of time 
windows (40, 60, 120, 200, 400, 600, 800, 1200,' 1600, 2000 us) in real-time from the 32 MB 
onboard buffer. By feeding the detector outputs to a correlator, FCS measurements can be 
performed in parallel with FIMDA experiments. 
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In order to satisfy the spectral needs of the various fluorophores used in this study, different 
lasers and spectral band-pass filters were employed. For Cy5 (Amersham Pharmacia Biotech, 
Bucks, UK) conjugated bio-molecules an arrangement of a red laser diode (Crystal GmbH, 
Berlin, Germany; 635 nm) and a band-pass filter with a central wavelength of 670 nm 
(670DF40, Omega Optical, Brattleboro, VI) was used. In case of TAMRA (5- 
carboxytetxamethylrhodamine) labeled molecules this was an arrangement of a frequency 
doubled Nd-YAG laser (uGreen 4601; Uniphase, San Jose, CA; 532 nm) and a 590DF60 
filter. 

The focal beam radius was adjusted to -0.75 urn by selecting an appropriate expansion factor 
of the original laser beam, resulting in a mean translational diffusion time of 360 us for the 
free dye Cy5. This diffusion can be clearly observed when rising the time windows from 40 us 
to 2 ms. As can be seen in Fig. 28, the selected count number histograms of a 0.8 nM Cy5 
solution differ considerably. However, the major differences between the shape of 
distributions are due to the varying mean count number with the length of the counting time 
interval. Diffusion of fluorescent molecules causes only small but yet significant 
modifications to the shape of each distribution. 

The levels of background count rate are generally determined in a separate experiment on 
bidistilled water and amount usually to 0.5 kHz. The main contributor to this non-fluctuating 
background light intensity is Raman scattering from water. 

Data simulations. Instead of preparing real samples, comprising a mixture of molecules, 
which express deliberately chosen parameters (brightness values and diffusion coefficients), 
some evaluations of the new method were performed using simulated data. A number of sets 
of histograms for FIMDA, FIDA and correlation functions for FCS have been simulated 
according to the following algorithm. In a closed rectangular reservoir, a given number of 
molecules is initially randomly distributed over a high number (typically 360x360x720) of 
discrete spatial grid points. Each molecule is subject to consequent diffusion simulation and 
jumps randomly by one grid unit either in x-, y- or z-direction with a frequency corresponding 
to a given diffusion coefficient. The "focus" is located in the center of the reservoir, and the 
brightness distribution is assumed to be Gaussian in all three dimensions. When calculating 
the brightness integral from a molecule over a given set of time intervals, the molecule can be 
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randomly trapped, as well as released from the triplet excited state (where it is dark). Now one 
can calculate an array of brightness integrals over basic time intervals of a given width (e.g. 
5 us) describing the evolution of the mixture. The brightness integrals are then converted into 
photon count numbers, which subsequently were used to calculate histograms for FIMDA, 
FID A, as well as the correlation function for FCS. 

Duetto the finite size of the simulation reservoir, some distortions of the correlation function 
(i.e., deviations from Eq. 57) can be expected. The distortions are in fact below the statistical 
noise level. Therefore the simulations were considered to be an adequate tool for estimating 
statistical errors of the extracted parameters. For this purpose, typically 30 realizations of 
experiments with' a given set of molecular parameters were simulated, from which the 
standard deviations and the coefficients of variation (CV) as the ratio of standard deviation to 
mean value were calculated. 

Biochemical system. The Grb2 (SH2)-phosphopeptide interaction. Recent antitumor research 
has been focused on tyrosine kinase growth factor receptors (Levitzki, Eur. J. Biochem. 226:1- 
13, 1994; Alessandro et al., Curr. Top. Microbiol. Immunol. 213:167-188, 1996; Furet et al., 
J. Med. Chem. 41:3442-3449, 1998). A critical link in the signal transduction pathway of this 
receptor is the interaction of its phosphotyrosine residue (pTyr) with the Src-homology 2 
(SH2) domain of the adapter protein Grb2 (growth factor receptor-binding protein 2). For the 
recognition a minimal peptide sequence of the receptor (pTyr-Val-Asn) is sufficient (Muller et 
al., J. Biol. Chem. 271:16500-16505, 1996; Gram et al., Eur. J. Biochem. 246:633-637, 1997; 
Furet et al., J. Med. Chem. 41:3442-3449, 1998). The binding partner of this peptide motive, 
the SH2 domain of Grb2, can fold into a functional protein module independent of 
neighboring sequences (Booker et al., Nature 358:684-687, 1992; Overduin et al., Cell 
70:697-704, 1992). Therefore, as a model system, we have chosen the bare SH2 domain (14.3 
kDa) to interact with a fluorescently labeled phosphopeptide (pTyr-Val-Asn-Val-Lys(Cy5)) 
(1387 Da). 

The SH2 domain of Grb2 was prepared as described elsewhere (Lowenstein et al., Cell 
70:431-442, 1992; Baumann et aL, Eur. J. Immunol. 24:1799-1807, 1994; Muller et al., J. 
Biol. Chem. 271:16500-16505, 1996). The phosphopeptide was synthesized using manual 
Fmoc solid phase chemistry and labeled with Cy5-NHS via a Lysine residue. An additional 
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Valine was introduced to minimize possible interactions of the dye with the main recognition 
motive pTyr. The final compound, pTyr-Val-Asn-Val-Lys(Cy5) was characterized by mass 
spectrometry (LC/MS, and MALDI/TOF), UV/VIS, and fluorescence spectroscopy. 

The following results were obtained. 

Data simulations and test experiments. At first, a series of measurements on a 1 nM TAMRA 
solution was performed collecting data in parallel for FIMDA as well as for FCS. This series 
of experiments, with duration of 2 s each, was repeated in simulations using similar molecular 
parameters. The purpose of these experiments was to verify whether simulations are a 
reasonable model of real experiments, in particular whether data simulations are a reasonable 
means of predicting statistical errors of estimated parameters. The coefficients of variation of 
the parameters extracted from simulated data indeed coincide with the results of the real 
experiment, as can be seen in Tab. 7. 



Table 7 : Comparison of coefficients of variation of estimated parameters from series of 
experimental and simulated histograms by FIMDA, and correlation functions by FCS. 



Parameter 


Mean value 






CV (%) 








FIMDA 


FCS 








Experimental 


Simulated Experimental 


Simulated 






data 


data 


data 


data 


Brightness q (kHz) 


52 


1.8 


1.6 


1.7 


2.0 


Concentration c 


0.7 


1.6 


1.8 


1.7 


2.4 : 


(molecules per 












confocal volume) 












Diffusion time t(jlis) 


64 


3.5 


3.4 


4.1 


3.9 



Another series of test experiments was repeated in a significantly shorter time domain with the 
goal to compare FIMDA and FCS in their ability to estimate parameters of the triplet 
component A set of counting time intervals of 2, 4, 8, 16, 32, 64, 128, 256, 512, and 1024 us 
was selected for this purpose. The duration of these experiments was 16 s. The results, 
presented in Tab. 8, indicate that the values for the triplet parameters estimated by FIMDA 
have similar dependence on the excitation intensity to the FCS results. 
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Table 8: Triplet parameters, estimated from a series of experiments on 1 nM TAMRA 
solution by FCS and FIMDA at two different excitation intensities. Excitation wavelength 532 
nm, duration 16 s, time windows 2, 4, 8, 16, 32, 64, 128, 256, 512, and 1024 us. 



Peak 
excitation 
intensity, 
(kW/cm 2 ) 


FCS 

Triplet CV(%) Triplet CV(%) 
lifetime popula- 
(us) tion . . . 


FIMDA 

Triplet CV(%) Triplet CV(%) 
lifetime popula- 
tes) - tion - - 


118 
187 


1.98 3.9 0.182 2.7 
1.75 3.7 0.235 1.6 


3.12 7.6 0.137 3.1 
2.59 3.8 0.183 2.0 



The FIMDA results are slightly biased and have higher CV values compared to FCS, since the 
estimation of triplet parameters in FIMDA is indirect, because the shortest time window (2 us) 
is equal to the triplet lifetime. However, the main purpose of the triplet correction in the 
model is not to determine the triplet parameters, but to improve the quality of the. fit and to 
remove a source of bias in the brightness and diffusion parameters. 

Histograms for FIMDA for three-component analysis have also been simulated. Two of the 
components had equal brightness values (120 kHz), and another pair had equal diffusion times 
(192 |is). Due to the larger number of free parameters, the simulated duration of experiments 
was increased to 60 s, so that the variations of fitted parameters stayed in reasonable limits. In 
this test all parameters were subject to fitting. The results are presented in Fig. 29 as vertical 
bars in a plane with brightness and diffusion time as x-y coordinates, and the ordinate 
displaying the contribution to the intensity, i.e., the product of concentration and brightness. 
The three components are clearly resolved, since the scatter in the location of individual bars 
is much smaller than the distance between the groups, which correspond to different 
components. Note that with FIDA alone, the components with equal brightness cannot be 
resolved, while with FCS alone, the components with equal diffusion time remain unresolved. 

Biochemical system. The experimental utilization of the new method shall now be 
demonstrated by the detennination of the binding constant of the above introduced Grb2 
(SH2)-phosphopeptide interaction. For this purpose a titration experiment was carried out 
keeping the pTyr-Val-Asn-Val-Lys(Cy5) concentration constant at 0.4 nM, while SH2 was 
subject to titration (0.01, 0.03, 0.1, 0.3, 1, 3-, 10, 30, 100, and 130 uM). All experiments were 
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performed under identical conditions, i.e., ine same ouffer (sterile filtered water, 50 mM Na- 
phosphate buffer pH 7.8, 50 mM NaCI and 0.05% Plutonic; T=20°C), and a data acquisition 
time of 30 s per measurement, repeated 30 times per sample. In each single measurement the 
same set of 10 different time windows was used (40, 60, 120, 200, 400, 600, 800, 1200, 1600, 
2000 us) resulting in 10 different photon count number histograms, which were globally 
fitted. 



As the first step, the diffusion time ti=407±6us and the molecular brightness 
qx = 31.7 + 0.3 kHz were determined from a single component analysis applied to the pure 
conjugate solution. Addition of excess SH2 (130 uM) to 0.4 nM conjugate resulted in a 
sample with the majority of the conjugate bound to SH2. The complex was characterized both 
by a longer diffusion time and a higher molecular brightness compared to the free conjugate. 
This mixture Was then analyzed by all three methods (FIMDA, FIDA and FCS) using a two- 
component fit with ti and/or #i fixed, depending on the method. The results of this step of 
analysis are presented in Tab. 9. It can be seen that all methods yield similar values of 
parameters. The corresponding CV values were again determined by two independent 
methods, i.e. from the statistical analysis of the results of a series of 30 measurements and 
from simulations. The two estimates of the statistical errors agree reasonably well and the CV 
values corresponding to different methods are similar, with the exception of FIDA, which has 
difficulties due to the small (30%) difference in brightness values of the components. The 
relative error of the estimated concentration of the conjugate is high because the other 
component dominates in this sample. : 
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Table 9: Comparison of estimated parameters and their coefficients of variation at a high 
receptor concentration (130 uM). A series of 30 experiments of 30 s duration each was 
evaluated by FIMDA, FIDA and FCS. Brightness (in FIMDA and FIDA) and diffusion time 
(in FIMDA and FCS) of the free conjugate were independently determined and fixed to 31.7 
kHz and 407 us, respectively, in this analysis. 



Parameter 


-Method- --- 


Mean value from 


CV (%) • 


1 CV (%) 






experiment 




from simulations 




FTMDA 


\J. 1 JZ 




>20 


^conjugate 












n i q^; 

V.lyO 


sin 


>20 


confocal volume) 












FCS 


0.052 


>20 


>20 




FIMDA ■ 


0.618 


9.6 


8 0 


^complex 






(molecules per 


FIDA 


0.555 


26.7 


14.9 


confocal volume) 












FCS 


0.710 


7.9 


12.6 




FIMDA 


39.5 


2.2 


2.3 . 


Qcomplex (kHz) 


FIDA 


38.4 


5.5 


3.9 




FCS 


36.4 


3.7 


3.4 




FIMDA 


0.913 


6.9 


4.6 


^complex (nis) 


FCS 








0.898 


5.4 


7.2 



As the next step of the studies, a sample with 3 uM SH2 was analyzed. This particular 
concentration was chosen to achieve a mixture of approximately equal proportions of complex 
and free conjugate. Since it is rather difficult to resolve components with only a twofold 
difference in diffusion coefficient and even smaller difference in specific brightness, here also 
the diffusion time and brightness of the complex were fixed to the values of Tab. 9. With the 
molecular parameters fixed, the concentrations were reliably resolved by all methods. The 
results of this step of analysis are summarized in Tab. 10. 
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Table 10: Comparison of the estimated concentrations at --an intermediate receptor 
concentration (3 uM). In. addition to the brightness and the diffusion time of the free 
conjugate, also the brightness and/or the diffusion time of the complex were fixed here to 
values shown in Tab. 9. 



Parameter 


Method . 


Mean value from 
experiment 


CV (%) 


CV(%) 
from simulations — 




FIMDA 


• 0.328 , 


11.7 


- 4.9 ; 


c conjugate 








(molecules per 


FIDA 


0.311 ; 


16.1 


4.9 


confocal volume) .: 












FCS 


0.303. ' 


8.4 


8.0' 


^complex- 


FIMDA 


0.437 


. 8.2 


3.4 


(molecules per 
confocal volume) 


: FIDA 


0.455 


10.0 ? - 


3.7 




FCS 


0.467 


7.8 


8.8 



In the same manner, the whole series of SH2 concentrations was fitted. Fig. 30 shows the 
calculated fraction bound (c complex / (c compIe?c + c conjugate )) for FIMDA with the solid curve 
resulting from a hyperbolic fit, that yielded a binding constant for the SH2-phosphopeptide 
interaction of K D = 1.68 ±0.27 uM. Comparable binding curves were also obtained by FCS 
and FIDA (data not shown), with K D values of 2.26 ± 0.28 uM and 1,70 + 0.29 uM, 
respectively. 

The data of Fig. 30 demonstrate that FIMDA is a suitable method for monitoring the 
formation of a molecular complex. FCS and FIDA experiments yielded similar K n values for 
this particular SH2-phosphopeptide interaction. In the literature the affinity is reported to vary 
by several orders of magnitude, depending on the peptide sequence (Miiller et al., J. Biol. 
Chem. 271 •16500-16505, 1996; Gram et al., Eur. J. Biochem. 246:633-637, 1997; Furet et al., 
J. Med. Chem. 41:3442-3449, 1998). High affinities are in the range of ii: D = 10 - 100 nM. 
However, with a lysine (and Cy5 attached to it) at, the +4 position of the phosphopeptide 
(defining p-Thr as the 0 position with "+" continuing on the C and "-" on the N terminus) the 
affinity decreases to the micromolar range. This result agrees well with the importance of 
lipophilic groups attached to 'appropriate' positions on the C-terminus, increasing the binding 
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constant to the SH2-domain (Furefet al, j. Med. Chem. 41:3442-3449, 1998). For example 
Val (at position pTyr+3) is making van der Waals contact with a large hydrophobic area on 
the SH2-domain. 



One of the surprising results of this study is that in each of the experiments, the statistical 
accuracy of the diffusion time estimated by FIMDA is as good as or even better than that 
estimated by FCS. JWs is.a counter-intuitive,result because FCS is directly-focused on-fitting 
a diffusion-dependent correlation function G(t), while in FIMDA the diffusion time is 
estimated only indirectly, namely through the dependence of the apparent brightness on the 
width of the time window. 

A further observation in this respect is that the CV values for the diffusion times are in general 
higher than those for the brightness values. This also holds true for the theoretical simulations 
and therefore reflects an effect rooting in the measuring principle. The phenomenon can be 
explained qualitatively by the different ways how these quantities are determined. For 
simplicity, one may imagine an observation volume with a constant brightness profile B(r) 
inside. In this case,one only needs to measure the average count rate of a molecule that enters 
the volume to determine its specific brightness. This requires the detection of many photons 
per given time interval but can in principle be achieved from a single passage. On the other 
hand, for estimating the diffusion time, one has to determine the mean duration of the 
diffusion driven passage, which inevitably requires averaging over many events, even though 
many photons may be detected each time. Therefore, in an experiment of fixed duration, the 
specific brightness of a molecule can in principle be determined with a higher accuracy than 
its diffusion time. 

The advantage of FIMDA and FIDA over the prior art FCS is that both methods yield genuine 
concentrations of components in the sample, instead of the products of concentration and 
brightness squared in FCS. Only the independent determination of at least one of the two 
molecular brightness values enables FCS to resolve two concentrations unambiguously, as it 
was done in the examples above. However, inexperienced users of FCS often silently assume 
equal molecular brightness when resolving two components. This assumption can cause 
significantly biased results. According to the present invention, FIDA and FIMDA bring this 
issue to the focus of analysis. 
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Another advantage of the presented embodiment is its versatility. If FCS or FIDA fail to detect 
a particular readout upon a biochemical reaction, FIMDA might be able to succeed. The 
biochemical reaction is not necessarily limited to the binding of two components, but can be 
any chemical reaction of interest. Using only one detector for recording two physical 
characteristics in a single measurement makes FIMDA a very efficient method of analysis 
which saves precious assay development time. - ,- '■■ 

Figures 31 -33 

In a further experiment the method according to the present invention has been applied for 
rapid and quantitative screening of monoclonal antibodies directly on hybridoma cell-surfaces. 
An expanding market for monoclonal antibodies in clinical diagnostics and as therapeutic 
drugs is continuously driving the need for a faster and more quantitative method to detect and 
isolate antigen-specific hybridoma. Currently, efficient screening of hybridoma cell fusions is 
limited by the fact that the specificity and affinity of the secreted monoclonal antibody are 
determined in time- and labor-intensive procedures. 

A confocal fluorescence-based approach is described in following where these parameters are 
determined in a homogeneous binding assay for antibody molecules which have not yet been 
released into the culture medium, but are still physically linked to the surface of the producing 
hybridoma cell. Combining this direct cellular binding assay with fluorescence-intensity 
distribution analysis (FIDA), the dissociation constant (K D ) of theophylline- and a J5-amyloid- 
specific monoclonal antibodies could be determined directly on the surfaces of the 
corresponding hybridoma cells. This highly sensitive confocal screening approach offers a 
powerful technology to accelerate the isolation of antigen-specific clones amongst 
heterogeneous hybridoma cell populations. 

Although the general technique of producing hybridoma cell lines is well established, there is 
still considerable time and effort involved in screening and selecting monospecific clones 
having a reasonable affinity for a given antigen. Following the immunization of mice and the 
fusion of splenocytes and a murine myeloma cell line, a major limiting step is the detection 
and isolation of individual hybridoma clones amongst the heterogenous population of mostly 
non-functional hybrid cells. In general, the cells producing the antibody of interest are cloned 
in soft agar or by limited dilution in multi-well plates to ensure monoclonality. The culture. 
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supernatants of the hybridoma clones are men characterized for the presence of the desired 
antibody by enzyme-linked immunosorbent assays (ELISAs). Using these established 
antibody production methods, an effective screening of large cell populations is limited in two 
major ways. First, the applied heterogeneous detection assays are lengthy multi-step 
procedures providing no exact data on the affinity (K D ) of the produced antibody. Second, 
these assays are rather insensitive and require a relative high concentration of antibody 
molecules in the culture supernatant which cannot be-produced by a-single hybridoma cell. 
Thus, to detect and isolate antigen-specific hybrid clones, a time-consuming cultivation of the 
fused, cell lines is required, limiting the screening to a few hundred clones. 

Alternative strategies have been described, where conventional fluorescence-activated cell 
sorter (FACS) technology has been applied as a means for selective cloning of hybridoma 
cells based on surface Ig expression. The amount of immunoglobulins has been determined 
using fluorescence tagged antigen either directly on the hybridoma surface (Marder P. et al., 
Cytometry 11:498-505, 1990; Meilhoc E. et al, J. of Immunol. Methods 121:167-174; 1989) 
or the secreted antibodies were artificially arrested to the cell (Manz R. et al., Proc. Natl. 
Acad. Sci. 92:1921-1925, 1994; Weaver J. C. et al, Nature Medicine 3:583-585, 1997). In 
several investigations, the cell-bound Ig could be correlated with the hybridomas capacity to 
secrete monoclonal antibody into cell culture medium (Sen S. et al., Enzyme Microb. Technol. 
12:571-576, 1990). As a major draw-back, these approaches employed heterogeneous assays 
providing no information on the binding affinity of the produced monoclonal antibody. 

According to the present invention, a straightforward strategy based on a homogeneous 
immunoassay is presented where confocal fluorescence microscopy was applied to monitor 
the interaction of fluorescently labeled antigens with their complementary monoclonal 
antibody directly on the hybridoma cell surface. When compared to soluble antibody 
molecules which are secreted into the large volume of the culture medium, the surface- 
arrested antibody fraction generates a much higher local concentration on the hybridoma cell 
within a shorter time period. It is possible to determine simultaneously the concentration and 
brightness values of different fluorescent species like single molecules and particles (cells or 
beads). Upon binding of fluorescently labeled antigens to antibodies displayed on the 
hybridoma cell surface, the brightness of the complex increases with the number of bound 
antigens. The complexes can then be distinguished accurately from free antigen and 
concentrations of free and bound molecules can be determined quantitatively. For a model 
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hybridoma cell line/producing monoclonal antibodies directed against the small hapten 
theophylline, the K D -values of the surface-bound antibody were determined. With 
fluorescence correlation spectroscopy (FCS) measurements performed in parallel, comparable 
Ko-values were determined for the corresponding antibody which were purified via Protein G 
affinity-chromatography. 

Material and Methods. A confocal fluorescence microscope (e.g. the commercial fluorescence 
correlation spectrometer Confocor, Zeiss and EVOTEC, Germany) and Fluorescence 
Correlation Spectroscopy (FCS) and Fluorescence Intensity Distribution Analysis (FIDA) 
detection technology were used- to measure the binding reaction of a theophylline-specific 
monoclonal antibody for its cognate antigen theophyllme (1,3-dimethylxanthine). 

Hybridoma cell lines: The hybridoma cell line used for the described experiments has been 
shown to stably produce monoclonal antibodies which specifically bind theophylline (ATCC 
accession number: HB-8152). 

Synthesis of the theophylline-TAMM conjugate. The covalent coupling of theophylline to a 
tetramemylrhodarnine derivative (TAMRA) was carried out on the solid phase by using the 
following protocoll: 11.0 mg of N-a-(9-flu6renylmethyloxycarbonyl)-y-(tert-butoxycarbonyl)- 
L-diaminobutanoic acid (Fmoc-Dab(Boc)-OH) was coupled to lOmg 4- 
methylberizhydrylamine resin (loading: 0.5mmol/g) by using standard PyBOP activation 
(26 mg benzotriazole-l-yl-tris-pyrrolidino-phosphonium hexafluorophosphate, 5.5 ul N- 
methylmorpholine in 250 |ul dimethylformamide). After cleavage of the Fmoc-group (250 ^1 
20°/o piperidine in dimethylformamide for 20 min), 6.7 mg of 8-(3-carboxypropyl)- 
. theophylline was coupled to the resin bound diaminobutanoic acid by using PyBOP activation 
(26 mg ben2otriazole-l-yl-tris-pyrrolidino-phosphonium hexafluorophosphate, 5.5 ul 
N-methylmorpholine in 125 ul dimethylformamide 1 125 ul N-me%lpyrrolidone). Treatment 
with 300 fJ.1 50 % trifluoroacetic acid in dichloromethane twice for 15 min resulted in Boc 
cleavage. After washing and neutralisation with 0.5 ml 10% N-e%ldusopropylamine in 
dimethylformamide for 10 min a solution of 13.2 mg 5-carboxytetramethyIrhodamine 
succinimidyl ester (5-TAMRA, SE) in 500 ul dimethylformamide was added and the reaction 
was allowed to proceed over night. The reaction mixture was filtered out and the resin was 
washed five times with 100 ml dichloromethane. The resulting theophylline conjugate was 
cleaved from the resin by treatment with 250 ul of 10 % trifluoromethanesulfonic acid in 
trifluoroacetic acid for 2.5 hours. The resin was removed by filtration under reduced pressure. 
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To precipitate, the crude product an 8-10 fold volume of cold tert-butyl methyl ether was 
added to the filtrate. Finally, the fluorescent theophylline-TAMRA conjugate was purified by 
reversed phase-HPLG. 

Fluorescence Correlation Spectroscopy (FCS )- Prior art: FCS takes advantage of differences 
in the translational diffusion of large versus small molecules detecting significant changes in 
- molecular weight upon molecular interaction, thus discriminating between the bound and the — 
non-bound fraction of the ligand. Each molecule which diffuses through the illuminated 
confocal focus gives rise to bursts of fluorescent light quanta during the entire course of its 
journey, giving rise to characteristic fluctuations of the overall fluorescence signal. The length 
of each photon burst corresponds to the time the molecule spends in the confocal focus. The 
photons emitted are recorded in a time-resolved manner by a highly sensitive single-photon 
detection device. This detection method achieves single molecule sensitivity, but the fact that 
diffusion is a random process requires that the diffusion events for a minimum ensemble of 
molecules be averaged to achieve statistically reliable information. The detection of diffusion 
events enables a diffusion coefficient to be determined which serves as a parameter to 
distinguish between different fluorescent species in solution, for example between free or 
bound ligand. ' - 

Fluorescence, Intensity Distribution Analysis (FIDA) - one embodiment of the present 
invention: FIDA, a method for the analysis of the fluorescence brightness of a mixture of 
particles in solution is based on a similar optical and electronic configuration employed for 
FCS analysis, but utilizes a different algorithm for, analysis. This method (which represents 
one embodiment of the present invention) measures the histogram of photon count numbers 
and determines the concentration of fluorescent particles as a function of specific brightness 
which is expressed as mean count-rate per given particle. It can be applied to determine 
concentrations of various fluorescent species in heterogeneous samples and is a valuable tool 
in various fields from fundamental research to very specific applications, e.g. drug discovery 
and diagnostics. As an example, it allows to differentiate between a fluorescently labeled 
antigen which is free or bound to a polyvalent receptor e.g. an divalent antibody molecule. 
This binding reaction can be measured for single antibody molecules in solution as well as for 
antibody molecules which are immobilized on the surface of hybridoma cells. 
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The binding reaction of theophylline-TAMRA to antibodies arrested on the cell surface of the 
specific hybridoma cell line HB-8152 was determined by FID A. As a control, no cell- 
associated fluorescence signals were detected when an unrelated, B- M0 amyloid-specific 
hybridoma cell line PS1-8A1-C6-D6 was incubated with the theophylline-TAMRA conjugate 
(Fig. 31). The cell number of a confluent hybridoma culture was determined to be 1,6 x 10 6 
per ml and aliquotes with approx. 0,5 x 10 6 hybridoma cells in 100 ul were used for each 
single experiment. The cells were washed in 100 ul phosphate buffered saline (PBS) buffer 
for 5 minutes to remove soluble antibody from the assay. Subsequently, the cells were 
incubated for 30 minutes in 100 ul PBS containing the theophylline-TAMRA conjugate at 
different concentrations: 0, 0.4, 2, 8, 16, 40, 200, 800 nM. For each measurement 50 ul of 
each of the cell suspensions were pipetted in a chamber slide (Nunc) and analysed in a 
ConfoCor employing FIDA (wavelenghts: excitation: 543 nm and emission: 572 nm). The 
degree of fluorescence labelling of the hybridoma cells was determined for each single 
experiment in four independent measurements. The dissociation constant (K D ) of HB-8152 
antibody was calculated to be 33.1 nM +/- 7.6 nM. As a control, no specific . fluorescence 
signals were measured for hybridoma clone PS1-8A1-C6-D6. 

In a competition experiment, the specificity of theophylline-TAMRA binding to the 
hybridoma HB-8152 cells was competitively inhibited by increasing concentrations of non- 
modified theophylline. The inhibition of theophylline-TAMRA binding to hybridoma cell line 
HB-8152 was measured by using the same assay protocol and FIDA analysis as described in 
Figure 31. The only exception was that the hybridoma cells were labeled using a constant 
concentration of theophylline-TAMRA (80 nM) in combination with different concentrations 
of non-labelled theophylline competitor: 1, 10, 100, 300, 600, 1000, 2000, 5000 nM. The 
IC50 value was calculated to be 250.1 nM +/- 25.5 nM. As a control, no binding of the 
theophylline-TAMRA conjugate to the amyloid-specific hybridoma clone PS1-8A1-C6-D6 
was determined (Fig. 32). 

As a reference, the determined dissociation constant (K D ) of the theophylline-specific 
antibody was confirmed in an independent FCS measurement using secreted antibody 
molecules which were purified from the hybridoma HB-8152 culture medium (Fig. 33). 
Therefore, the secreted monoclonal IgG antibody molecules were purified from the hybridoma 
HB-8152 culture medium using ProteinG affinity chromatography, and the concentration of 
the purified antibody solution was determined spectroscopically. The purified antibody was 
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diluted at the following concentrations: 0, 1, 5, 10, 50, 100, 200, 500 nM in 100 ul PBS buffer 
containing a fluorescent theophylline-TAMRA conjugate (1 nM). The mixtures were 
incubated for 30 min to allow the formation of the antibody: :theophylline-TAMRA complex. 
Aliquots of 30 ul were transferred in a chamber slide (Nunc) and analyzed in a Confocor 
using FCS. The dissociation constant (K D ) for the soluble antibody molecule was calculated to 
be 24.6 nM +/- 11.5 nM which is comparable to the results obtained in the cellular FIDA 
measurements. - - — ■ — ■-. — - 

The quantitative determination of secreted biomolecules like e.g. immunoglobulins, cytokines, 
growth factors, or hormones is a valuable tool in fields such as diagnostics or pharmacology. 
In general, the concentration and pharmacological activity of these molecules are determined 
for molecules which have been actually released from the cell into the extracellular medium. 
Here, an alternative approach is presented where the fraction of cell-bound antibody is 
measured by confocal microscopy and FIDA. When compared to conventional FACS, this 
technology according to the present invention holds substantial advantages: 

First, confocal microscopy confers a much higher sensitivity by allowing the detection down 
to single molecules. In contrast, FACS is rather insensitive due to the non-confocal optics and 
limited in its applications to detect brightly stained cells. 

Second, homogeneous binding assays can be employed, thus precluding an avidity-driven 
selection of unwanted hybridoma clones which produce low affinity IgG or IgM antibody. In 
addition, solution based assays reduce non-specific interactions observed in heterogeneous 
solid-phase assays leading to the selection of false positive clones. 

Third, when hybridoma cells are labeled with the fluorescent antigen under saturating 
concentrations, the absolute brightness value of the cells gives an indication of the amount of 
produced antibody molecule. Hence, as hybridoma are not always homogeneous cultures, 
maintenance of efficient antibody production will indicate sequential selection of "good" 
producers. 

Fourth, and probably most important, the monovalent fluorescent antigen binds to the 
hybridoma according to the binding affinity of the produced antibody. From the different 
brightness of fluorescently labeled hybridoma cells at increasing antigen concentrations, the 
K D -value of the antibody can be calculated. In contrast to the Ig production capacity described 
above, this parameter is not influenced by the often observed statistical variations within a 
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clonal population of hybrid cells. Therefore, the signals detected from single cells already 
provide sufficient information to discriminate between hybrid clones producing antibody with 
different affinities. 

With the presented technology, rare cells producing high-affinity antibody should, now be 
detected at much earlier time point, thus preventing overgrowth by non-producing clones. As 
a consequence, this technology should increase the overall accessible antibody repertoire 
obtained from hybridomas and accelerate the selective isolation of monospecific hybrid clones 
from freshly fused cell lines. Additional important therapeutic or diagnostic applications are 
the isolation of rare events like stem cells or cancer cells. 
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CLAIMS 

1 . A method for characterizing fluorescent molecules or other particles in samples comprising 
the steps of: 

a) monitoring fluctuating intensity of fluorescence emitted by the molecules or other particles 

in .at. least .one. measurement volume of a non-uniform spatial brightness profile by 

measuring numbers of photon counts in primary time intervals by a single or more photon 
detectors, 

b) determining at least one distribution of numbers of photon counts, P(n), from the 
measured numbers of photon counts, 

c) detenriining physical quantities characteristic to said particles by fitting the experimentally 
determined distribution of numbers of photon counts P(n), 

wherein the fitting procedure involves calculation of a theoretical distribution function of the 
number of photon counts P(n) through its generating function, defined as 
G(f) = Zf n P(n). 

2. A method according to claim 1 wherein the primary time intervals are consecutive intervals 
of equal width. 

3. A method according to claim 1 or 2 wherein in step b) numbers of photon counts {n;} 
subject to determination of a distribution P(n) are derived from numbers of photon counts 
in primary time intervals {Nj} by summing up numbers of photon counts from primary 
time intervals according to a predetermined rule. 

4. A method according to claim 3 wherein in step b) numbers of photon counts {n;} subject to 
determination of a distribution P(n) are calculated from the numbers of photon counts in 

- M 

primary time intervals {Nj} according to the rule n, =]>]N M+A , where Mis an integer 

number expressing how many times the time interval in which {nj} is determined is longer 
man me primary time interval. 
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5. A method according to claim 3 wherein in step b) numbers of photon counts {n,} are 
calculated from predetermined primary time intervals according to a rule in which primary 
time intervals are separated by a time delay. 

6. A method according to claim 5 wherein in step b) numbers of photon counts {nj} subject to 
determination of a distribution P(n) are calculated from the numbers of photon counts in 

primary time intervals {Nj} according to the rule n, = £ (N M+A + N W( , +i)+i .), where M and - 

k=\ -•■ • 

I are positive integer numbers. 

7. A method according to one of the claims 3 to 6 wherein in step b) a set of distributions 
P.(n) is determined according to a set of different rules, said set of distributions being 
fitted jointly in step c). 

8. A method according to claim 7 wherein in step c) a set of distributions with different 
values of M and/or L are fitted jointly. 

9. A method according to one of the claims 1 to 8 wherein at least one of the physical 
quantities of step c) is concentration of particles. 

10. A method according to one of the claims Lto 9 wherein at least one of the physical 
quantities of step c) is specific brightness of particles. 

11. A method according to one of the claims 1 to 10, wherein at least one of the physical 
quantities of step c) is diffusion coefficient. 

12. A method according to one of the claims 1 to 11 wherein the generating function is 
calculated using the expression G^) = cxp[\dqc(q)jd 3 r(e^- 1)qTB( - r] -I)], where c(g) is 
the density of particles with specific brightness q, T is the length of the counting interval, 
and B(r) is the spatial brightness profile as a function of coordinates. 



WO 00/66985 PCT/EPOO/03890 

72 

13. A method according to one of the claims l to 12 wherein the argument of the generating 
function is selected in the form £ = e~* and a fast Fourier transform algorithm is used in 
calculation of the theoretical distribution of the number of photon counts out of its 
generating function. 

14. A method according to one of the claims 1 to 13 wherein in step c) when calculating the 
theoretical distribution P(n), the spatial brightness profile is modelled by a mathematical 
relationship between volume and spatial brightness. 

15. A method according to claim 14 wherein in step c) when calculating the theoretical 
distribution P(n), the spatial brightness profile is modelled by the following expression: 
dV , 

— = A 0 x(l + a l x + a 2 x ), where dV denotes a volume element, x denotes logarithm of the 

relative spatial brightness, A 0 is a constant selecting the unit of volume, and a x and a 2 are 
empirically estimated parameters. 

16. A method according to claim 14 wherein in step c) when calculating the theoretical 
distribution P(n), the spatial brightness profile is modelled by the following expression: 
dV 

— = A 0 x ai (1 + a,x + a 2 x 2 ), where dV denotes a volume element, x denotes logarithm of 

the relative spatial brightness, A 0 is a constant selecting the unit of volume, and a h a 2 and 
a 3 are empirically estimated parameters. 

17. A method according to any of the claims 1 to 16 wherein in step a) a confocal optical 
device is used for monitoring the intensity of fluorescence. 

18. A method according to any of the claims 1 to 17 wherein said fluorescent molecules or 
other particles are characterized applying an homogeneous fluorescence assay. 

19. A method according to any of the claims 1 to 18 for use in diagnostics, high throughput 
drug screening, optimization of properties of molecules and identification of specific cell or 
suspendable carrier populations. 
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20. Confocal apparatus for performing the method according to any of the claims 1 to 19 
comprising: 

a radiation source (12) for providing excitation radiation (14), 

an objective (22) for focussing the excitation radiation (14) into a measurement volume 
(26), 

a detector (42) for detecting emission radiation (30) that stems from the measurement 
volume (26), and 

an opaque means (44) positioned in the, pathway (32) of the emission radiation (30) or 
excitation radiation (14) for erasing the central part of the emission radiation (30) or 
excitation radiation (14). 

21. Use of a confocal apparatus for performing the method according to any of the claims 1 to 
1 9 comprising: 

a radiation source (12) for providing excitation radiation (14), 

an objective (22) for focussing the excitation radiation (14) into a measurement volume 
(26), 

a detector (42) for detecting emission radiation (30) that stems from the measurement 
volume (26), and 

an opaque means (44) positioned in the pathway (32) of the emission radiation (30) or 
excitation radiation (14) for erasing the central part of the emission radiation (30) or 
excitation radiation (14). 
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